per 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
iDtenutional Bureau 




INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCI) 



(51) Intematlonal Patent dassificatioQ ^ : 

a2N 15/13, 15/62, C07K 13/00 
C12P 21/08, GOIN 33/531, 33/68 



Al 



(11) iDtentational Publication Number: 
(43) International Pnbiication Date: 



WO 93/11236 

10 June 1993(10.06.93) 



(21) Intematioiial i^pUeatioa Nmnbcr: PCT/OB92/02240 

(22) InteniationalFiliiigDate: 2 December 1992 (02.12.92) 



(30) Priority data: 
9125579.4 
912SS82.8 
9206318.9 

9206372.6 x 

PCT/GB92/01755 23 September 1992 (23.09.92) WO 
(34) Cmmtries fiir which Uu ngUmai 
or intemadonal applieaHon 

wasJUed: GBetaL 



2 December 1991 (02.12.91) 
2 December 1991 (02.12.91) 
24 March 1992(24.03.92) 
24 March 1992 (24.03.92) 



GB 
GB 
GB 
GB 



(71) Applicants (for all designated States except US): MEDICAL 

RESEARCH COUNCIL IGB/GBl; 20 Park Crescent, 
London WIN 4AL (GB). CAMBRIDGE ANTIBODY 
TECHNOLOGY UMTTED (GB/GBj; The Sdenoe 
Park, Melboum, Cambridgeshire SG8 6EJ (OB). 

(72) Inventors ; and 

(75) Inventors/Applicants (for US only) : GRIFFITHS. Andrew, 
David (GB/GBl; 28 lilac Couit, Cherry Hinton Road, 
Cambridge CBl 4AY(GB). HOOOENBOOM, Hendri- 
cus, Reneius, Jacobos, Mattheos [NL/GBI; 1 Hauxton 
Road, Uttle Shelford, Cambridge CB2 5JH (GB). 
MARKS, James, David [US/USJ; 971 Page Street. San 
Francisco, CA 94117 (US). McCAFFERTY, John [GB/ 
GBl; 32 Wakelin Avenue, Sawston, Cambridgeshire CB2 



4DA (GB). WINTER, Gregory, Paul [GB/GBl; 64 Cav- 
endish Avenue, Cambridge CBl 4UT (GB). GRIGG, 
GeofTrey, Walter lAU/AUl; 352 Bums Bay Road, Lane 
Cove, uAley Mni. NSW 2066 (AU). 

(74)Aeeot: MEWBURN ELLIS; 2 Cursitor Street, London 
EC4A IBQ (GB). 

C81) Designated States: AT. AU, BB, BG, BR, CA, CH. CS, 
DETdK, ES, R, GB, HU, JP. KP. KR, LK, LU. MG. 
MN, MW. NL, NO, NZ, PL, PT. RO. RU. SD, SE, US, 
European patent (AT, BE, CH, DE, DK, ES, FR, GB, 
GR, l£ IT, LU, MC. NL, PT, SE), OAPI patent (BF, 
BJ/CfTcG CI, CM. GA, GN, ML, MR, SN, TD, TG). 



Published 

With international search report 

Before the expiration of the time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(54)Tlde: PRODUCTION OF ANTI^ELF ANTIBODIES FROM ANTIBODY SEGMENT REPERTOIRES AND DIS- 
PLAYED ON PHAGE 



(57) Abstract 



Methods are disclosed for the production of anti-self an- 
tibodies and antibody fragments, being antibodies or frag- 
m^ts of a particular spedes of mammal which bind self-anti- 
gens of tiiat species. Methods comprise providing a library of 
replicable gen^c display padcages (rgdps), such as filamen- 
tous phage, each fgdp displaying at its surface a member of a 
spedHc binding pair whidi is an antibody or antibody frag- 
mmt, and eacii r^p containing nucleic add sequence derived 
from a spedes of mammal The nuddc add sequence in each 
fgdp encodes a polypeptide chain which is a component part of 
the sbp member dis^yed at the suiface of that rgdp. Anti-^elf 
antibody firagmeitta ate selected by Inning with a self antigen 
from the said spedes of mammaL Thedispl^ed antibody frag- 
ments may be scFv, Fd,FaboranyothafiagmeBt^Gfahas 
the capability of bindmg antigen. Nuddc add libraries used 
may be derived from a rearranged V-gene sequences of nnim- 
munised mammal Synthetic or artificial libniries are described 
and shown to be osefiaL 
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W093/11236 PCr/GB92/02240 

1 

PRODUCTION OF ANTI-SELF ANTIBODIES FROM ANTIBODY SEGMENT REPERTOIRES AND 
DISPLAYED ON PHAGE 

This invention relates to the isolation of antibody 
molecules directed against self antigens, e.g. human 
5 antibodies directed against human self antigens. Phage 
display technology for selection of antibody molecules 
was described in WO92/01047. PCT/GB92/00883, 
PCT/GB92/01755 and GB9206372.6. The applicants have 
realised that antibodies directed against self antigens 

10 can be isolated using phage display technology. 

Human antiself antibodies are of particular value 
for in vivo therapeutic and diagnostic purposes, since 
they avoid the problems arising from the antigenicity of 
foreign, e.g. mouse antibodies. The most useful human 

15 antibodies for therapy are those directed against cell 
surface molecules, such as receptors, adhesins and 
integrins, and those directed against circulating 
biological effector molecules, such as hormones, growth 
factors and cytokines. It has been extremely difficult to 

20 obtain human antibodies against such self antigens. This 
invention provides a powerful way of obtaining such 
antibodies . 

It is a demanding task to isolate an antibody 
fragment with specificity against self antigen. Animals 

25 do not normally produce antibodies to self antigens, a 
phenomenon called tolerance (G.J.Nossal Science 245 
147-153, 1989). Autoimmune diseases may result from a 
breakdown in tolerance. In general, vaccination with a 
self antigen does not result in production of circulating 

30 antibodies. It is therefore difficult to raise 

antibodies to self antigens, particularly in humans. It 
is -possible to raise antibodies that recognise human 
antigens in an animal such as a mouse, especially if the 
human antigen is not too closely related to any 

35 equivalent in the animal. If a human antibody is then 

required it is necessary to 'humanise' the antibody, e.g. 
by CDR grafting (patent GB2188638B). 

Phage antibody technology as described in 
(WO92/01047) offers the ability to isolate such human 

40 antibodies directly. In this application, we demonstrate 
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for the first time that antibodies against self-antxgens 
can be isolated from phage libraries derived from, for 
:Lple, nonimmunised sources and from libraries prepared 
by synthetic recombination of V-gene sequences, 
pLerably recombination of VH with, DH and JH and VL 
with JL sequences. These antibodies are specific for 
their antigea. This application shows that single 
libraries derived in this manner can act as a source of 
hoth foreign and self antigens and opens up f ^^^^ 
of a large, universal library to isolate antxbodies to 

'"':^*disclosed in patent application WO92/01047 
that antibody fragments can be displayed on the surface 
of bacteriophage and that they will bind antigen. 
Antibody fragm^ts can be directly selected using this 
Characteristic. This ability to isolate antibody 
fragments (Fab, Fv, scFv and VH) using their display on 
the surface of filamentous bacteriophage has °P--^ 
the prospect of the isolation of antibody ^P^"^^"^^ 
(1 e. antibodies directed against a particular antxgen) 
that were difficult or impossible to isolate P-^iously. 
in particular WO92/01047 demonstrates that antibody 
specificities can be Isolated from a human who has not 
been specifically immunised ( 'unimmunised' ), even 
specificities for antigens such as 2-phenyl-5-oKazolone 
to which humans will not normally be exposed. 

in embodiments of this invention, natural or 
synthetic antibody repertoires derived from a specie, of 
„«„.mal, such as human, mouse, rat, sheep, pig. 3oat, 
horse or other, are displayed on the surface of a 
replicable genetic display paclcage (rgdp, and the bindxng 
specificity for self is selected by binding to self 
antigen. In this process, the V gene 

aeriLd from V genes rearranged invi^ or in^ and 
or by mutation of (a) rearranged V gene(s). A .cey feature 
of the V gene repertoires is that they are extremely 
t^sJl sequence, -usually in excess of lO^ different 
Lbers. indeed it is possible that a sufficiently large 
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library may provide a source of specificities directed 
against any self antigen. The V-gene repertoires are 
Cloned into the rgdp (for example a filamentous phage 
vector) such that antibody repertoires are displayed on 
5 the surface of the rgdp. The rgdps encoding rare antibody 
specificities binding to antiself, may be selected by 
virtue of binding to the self antigen. The antibody 
repertoires may be cloned in a single replicon or a dual 
replicon format as described in WO92/01047 and 

10 PCT/GB92/00883. 

The V genes may be cloned into the genetic material 
of the rgdp, and expressed as single domains, for example 
single heavy chain variable domains, so called single 
domain llgands or "dAbs" (see WO90/01544), or as 

15 associated antibody heavy and light chain variable 
domains . 

The two domains could be displayed as separate 
polypeptide chains (linked as in Fab fragments through 
non-covalent association of domains and/or disulphide 

20 bonds), or as part of the same chain (single chain Fv 

fragments where the two domains are contained within the 
same polypeptide chain). 

In WO92/01047 and examples 1 to 8 of this 
application we have used fusion of antibody fragments to 

25 gene 3 protein of filamentous bacteriophage for display 
and selection of antibody fragments. An alternative 
approach would be to fuse antibody fragments to gene 8 
protein or other surface molecules of filamentous 
bacteriophage. 

30 isolation of human antibodies directed against human 

antigens is a demanding task. There are only a limited 
number of human antigens against which circulating human 
antibodies are naturally found. Antibodies are present 
directed against non-self antigens of human origin. 

35 Antibodies directed against human blood group B have been 
isolated from a phage display library prepared from 
subjects of blood group 0 (J.D. Marks et al, J. Mol. 
Biol. 222 581-597, 1991), which recognise the blood group 
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B antigen as foreign- » aeneral method 

This invention is concerned *ith ^ 

antigens whxch are concentrattons o£ 

Many patients show ^'9^*^'=~* ~ estimated that 10 to 

.^atln, '^^^j; Z>Z.y individuals are 
30% of B lymphocytes in normal, hea y 

m -7 -rCr H;:e,r .natural 
Immunol. Today 7 363-364 19 . ,^„^^ to 

autoantl^es. pr^u»d d^ notJ.en ^ ^^^^^^^ ^ 

polyreactive (P. Casaxi an T™mmol Today 12 

, r, cic coi 1989; S. Avrameas Immunol. ioa»y 
Immunol. 7 515-531, 190^. =» ^„ 
154-159). An immune response agaxnst self can ar 

autoimmune di or after infections 

^Clonal -----^^^ LeLe CK. 

.een ^^-^^ ^ ^n!^ Methods 100 5-40, 1987). 
James & 6.T. sexx u. xuuu 

auto».«.»dles are -^-^^^^^^ ^-^^L.'^en 
..nd to on,. ---^^^ lrir:.BS-lS,3. 1,,1,. 
(M. Bouananl et al Artnrlt derived from tl« 

The preparation of V gena "^^^ ^^^^^ ^ 

" ^T^thTl^l^^^-Shl:; f »Us -ived 
thus lead to the isolation o antibodies 

autoantll-dles ^ -^^^rl^l^une diseases. 

" ra^^-e^x" rrLeptor antlhodles »ould 
£or e«mple ^^^"^^^ ^ repertoires made 

rrr.tr. :r:as^r:p= :::Tu^ 

«^le. an "«">^-, ~rt:^*^'Lteriopha,e lamhd. 

pero^dase has "^^"-^^^^^ autoK-mme disease 
library from a patient with tnyro ^ i^q 

<r^lano et al Bi^- BloPhys. Res Commun- 
avi^WW). This however re<pared e«ensxve 

!IL of 200 000 pla<pes to obtain one clone. In 

ts lihrar^ «s derived fro. thyroid tissue, a 
^ readily applicable m most Instances. 
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the phage system, demonstrated in WO92/01047 allows the 
ready isolation of autoantibodies from the IgM mRNA of 
peripheral blood lymphocytes of a donor without disease, 
we show in example 2 that antibodies binding to human 
5 thyroglobulin (which can be found in the sera of people 
with or without symptomatic autoimmune disease), can be 
isolated from phage repertoires prepared from unimmunised 
humans. One would not expect necessarily to be able to 
obtain antibodies to human thyroglobulin by immunising a 
10 human with human thyroglobulin, notwithstanding the 

presence of thyroglobulin autoantibodies in many people. 
Autoantibodies against thyroglobulin in normal sera have 
been reported often to have a high degree of 
polyreactivity (S.Avrameas, 1991 supra). In contrast, 
15 those which are isolated using a method according to the 
present invention involving phage antibody technology, 
see example 2 for instance, are specific for 
thyroglobulin . 

In this application, we also demonstrate that even 
20 antibodies against human tumour necrosis factor-a can be 
isolated as described in example 1 from the same library 
as the antibodies directed against thyroglobulin. Many 
self antigens do not have detectable associated 
circulating autoantibodies. Further, example 3 shows the 
25 isolation of antibodies against the self antigens mucin, 
carcinoembryonic antigen (CEA) and CD4, antibodies to 
which have not been reported in normal sera. Moreover, 
these antibodies are specific, whereas there is often a 
high degree of polyreactivity in natural autoantibodies 
30 which can sometimes be found. The vast majority of self 
antigens do not have detectable associated circulating 
autoantibodies. Thus the isolation of antiself 
antibodies as described in this invention opens the 
prospect of the direct isolation of human antibodies 
35 binding to human antigens for a number of purposes such 
as antibodies which bind to circulating hormones to 
block, modify or potentiate their action or antibodies 
that bind to cell surface antigen for imaging or killing 
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for example of cancer cells. 

The origin of the V genes that contribute to 
anti-self antibodies isolated from phage display 
libraries is not clear. Tolerance to self antigens by 
the immune system (preventing the generation of 
antibodies directed against them) is mediated by exther 
clonal deletion or functional inactivation (anergy) of 
self-reactive B lymphocytes (D.A.Nemazee . ^'^"f ^ ™ 
337 562-566, 1989; C.C.Goodnow et al Nature 334 676-682, 
1988; S.B.Hartley et al Nature 353 765-769, 1991; 
D.M.Russell et al Nature 354 308-311, 1991). In either 
case little circulating anti-self antibody is detectable 
for most antigens. However, in the case of anergy, 
functionally inactivated self-reactive cells from the B 
cell lineage persist in peripheral lymphoid organs 
leading to B cells in circulation. These rare 
lymphocytes with anti-self specificity may provide heavy 
or light chain partners (or even both) for phage 
antibodies with anti-self specificities. Alternatively, 
such anti-self specificities may arise from the 
combination in the library of a VK domain with a VL 
domain to give a specificity that is normally deleted xf 
it occurs in nature. For this reason, combinatorial 
libraries and -chain-shuffled' libraries such as 
described in patent applications W092/01047 may be a 
particularly rich source of anti-self antibodies. A 
Lection procedure of great power, such as that provided 
by phage antibodies, is required to obtain such rare 
anti-self antibodies. , 

The degree of somatic mutation observed in antiself 
antibody fragments isolated by phage technology in this 
application indicates that some have germ line sequences, 
and have therefore arisen from virgin B cells. Other 
antibodies isolated by phage antibody technology in thxs 
application show somatic hypenmxtation indicating that 
the V genes have been stimulated by antigen, either a 
foreign cross reactive antigen or other foreign antigens, 
in both cases the antibody fragments isolated using phage 
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technology will usually be a combination of VH and VL 
domains not originally present in the B lymphocytes and 
the power of phage technology, as described in this 
application enables their isolation. 
5 According to the present invention there is provided 

a method of obtaining a member of a specific binding pair 
(sbp member), which sbp member has an antigen binding 
site with binding specificity for an antigen which is a 
self antigen of a species of mammal, the method 

10 comprising: 

(a) providing a library of replicable genetic 
display packages (rgdps), each rgdp displaying at 
its surface an sbp member, and each rgdp containing 
nucleic acid with sequence derived from said species 

15 of mammal and encoding a polypeptide chain which is 

a component part of the sbp member displayed at the 
surface of that rgdp; 

(b) selecting, by binding with said self antigen, 
one or more sbp members with binding specificity for 

20 said self antigen. 

The polypeptide component part encoded by the 
nucleic acid in each rgdp may be a VH or VL domain of an 
antibody, or any part of an antibody which, either alone 
or in combination with one or more other component parts, 

25 forms an antibody fragment which is capable of binding an 
antigen. Examples of polypeptide chains which may be 
used as component parts of an sbp member as described 
above therefore include, in addition to VH and VL 
domains, V^Cl, VhChI, scFv fragments. Fab fragments and 

30 so on. 

Each said sbp member displayed at the surface of an 
rgdp may be an antibody fragment comprising a Vh domain 
and a V^ domain. 

Each antibody fragment may be a scFv fragment, a Fab 
35 fragment, a Fv fragment consisting of the Vl and Vh 

domain of a single arm of an antibody, a single domain 
binding ligand consisting essentially of or comprising a 
heavy-chain variable domain (Fd), or any other fragment 



wo 93/11136 



PCr/GB92/02240 



8 



10 



15 



which has the capability of binding an epitope or 
antigen. 

The step of providing a library of rgdps may 

comprise r . 

combining (i) a first polypeptide chain 
component part of an sbp member fused to a component 
of a rgdp which thereby displays said first 
polypeptide chain component part or population 
thereof at the surface of rgdps on expression in a 
recombinant host cell organism, or a population of 
such a first polypeptide chain component part fused 
to a said component of a rgdp, with (ii) a second 
polypeptide chain component part of an sbp member or 
a population of such a second polypeptide chain 
component part, to form a library of sbp members 
displayed at the surface of rgdps; 

at least one of said first or second 
polypeptide chain component part or populations 
thereof being encoded by nucleic acid which is 
capable of being packaged using said copiponent of an 
rgdp. 

The step of providing a library of xgdp may 

comprise: - 
expressing in a recombinant host organism a 

first polypeptide chain component part of an sbp 
member or a population of such a first polypeptide 
Chain component part, fused to a component of an 
rgdp which thereby displays said polypeptide chain 
component part at the surface of rgdps; 

combining said first polypeptide chain 
component part or population with a second 
polypeptide chain component part of an sbp member or 
a population of such a second polypeptide chain 
component part, to form a library of rgdps each 
35 displaying an sbp member at its surface, at least 

one of said polypeptide chain component parts being 
expressed from nucleic acid which is capable of 
being packaged using said component of an rgdp. 



20 



25 



30 
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Where the sbp member is an Fab fragment the first 
and second polypeptide chain component part may be a 
polypeptide consisting of a Vl and a Cl domain, and the 
second polypeptide chain component part a polypeptide 
consisting of a Vh and a ChI domain. 

The combining of first and second polypeptide chain 
component parts or populations thereof may be at the 
nucleic acid level with expression vectors each having 
introduced therein a sequence encoding a first component 
part and a sequence encoding a sequence component part. 
On the other hand, the combining may be «t the 
polypeptide level with first component parts not being 
expressed from the same vectors as second component 
parts. Indeed, one or other of the first and second 
15 component parts may be provided as a soluble library. 
Details of various formats which may be employed are 
given in W092/01047 and PCT/GB92/00883 . 

The step of providing a library may comprise: 

combining (i) nucleic acid which encodes a 
20 first polypeptide chain component of an sbp member 

fused to a component of a rgdp or a population of 
such a first polypeptide chain component part fused 
to a component of a rgdp, with (ii) nucleic acid 
encoding a second polypeptide chain component part 
25 of an sbp member or a population thereof, to form a 

library of nucleic acid, nucleic acid of said 
library being capable of being packaged using said 
component of an rgdp; 

expressing in a recombinant host organism said 
30 first polypeptide chain component part fused to a 

component of a rgdp or population thereof and said 
second polypeptide chain component part of an sbp 
member or a population thereof, to produce a library 
of rgdps each displaying at its surface an sbp 
35 member and containing nucleic acid encoding a first 

and a second polypeptide chain component part of the 
sbp member displayed at its surface. 
Readers are urged to consult W092/01047, in 
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particular, if further details of any method described 

herein are desired- 

in on. embodiment of the present invention both 
first and second polypeptide chain component parts or 
S populations thereof are »<pre««d from nucleic ^0 
capable of being paokaaed using said °' 
^p. This might be when the component parts «^«^ 
^ a Fab fragment or. more usually, when each said sbp 
^er displayed at the surface of en rgdp is soFv 

10 antibody fragment- 

in one embodiment, each said second polypeptide 
chain component part or population thereof may be 
expressed from nucleic acid separate from nucleic acid 
from Which said first polypeptide chain component part or 

15 population thereof is expressed. The nucleic acxd^ 

IILing the first polypeptide chain component part may 
be on the same expression vector as the nucleic acid 
encoding the second polypeptide chain component part.^^ 
separate from it so that, for example. Fab ^^^^ ^ 

20 produced. Alternatively, the nucleic acid encoding the 
first polypeptide chain component part may be on a 
SrfLL^pression vector from the nucleic acid whi^ 
encodes a second polypeptide chain component part Where 
a first and second polypeptide chain component part are 

25 both encoded on the same expression vector then tney may 
be enpressed as scFv fragments. Where a VH domain xs 

joined to a VL domain by a polypeptide linker, so that 
each scFv is a single polypeptide chain. 

Each Sbp member displayed at the surface of an rgdp. 
30 is an Fab antibody fragment. 

The nucleic acid may be derived from, e.g. 
rearranged V genes of, an unlnununised mammal,, for example 
a mouse, rat, rabbit, sheep, pig. horse, goat, dog or 
human. Preferably the species of mammal is human, sxnce 
35 it is most difficult to obtain antibodies which recognxse 
(i e. bind specifically) human self antigens. 

The nucleic adid may be derived from a library 
prepared by artificial or synthetic recombination of V- 
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gene segments, which may be germ-line V-gene sequences. 
The library may be totally synthetic. 

Sbp members selected in (b) displayed at the surface 
of rgdps may be selected or screened to provide an 
individual sbp member or a mixed population of said sbp 
members associated in their respective rgdps with nucleic 
acid encoding said sbp member or a polypeptide chain 
thereof. Rgdp phage displaying sbp members selected in 
(b) may be grown to increase their numbers before any 
subsequent further selection or screening. Nucleic acid 
which encodes a selected or screened sbp member and which 
is derived from an rgdp which displays at its surface a 
selected or screened sbp member may be used to express an 
sbp member or a fragment of derivative thereof in a 
15 recombinant host organism. 

The present invention encompasses any method wherein 
nucleic acid from one or more rgdps selected from the 
library by binding with a self antigen is taken and used 
to provide encoding nucleic acid in a further method 
20 (according to any embodiment of the present invention or 
not) to obtain an individual sbp member or a mixed 
population of sbp members, or encoding nucleic acid 
therefor. 

The expression end product, selected sbp member, may 
25 be modified to produce a derivative thereof. 

The expression end product or derivative thereof may 
be used to prepare a therapeutic or prophylactic 
medicament or a diagnostic product. 

The present invention also encompasses antibody 
30 fragments, derivatives thereof, including whole 

antibodies and fusions with enzymes, obtained using any 
method described herein according to the present 
invention. 

According to an aspect of the present invention, 
35 there is provided use, in any method according to any 

embodiment of the present invention described herein, of 
a kit comprising a library of vectors each comprising 
nucleic acid which is capable of being packaged in rgdps 
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and which encodes a polypeptide chain componenl: part: 
an antibody for display at the surface of -Srdps. 

There is also provided by the present inventxon use, 
in any method according to any embodiment of the present 
5 invention described herein, of a ^t comprising a ^rary 
of rgdps each containing nucleic acid encoding at least 
one polypeptide chain component part of an -tibody 

Thrpresent invention provides generally a method 
for producing a replicable genetic display package 
10 (rgdps) or population of such rgdps, which method 

comprises the steps of: » 
(a) inserting a nucleotide sequence encoding a 
binding molecule which is a member of a specific bindxng 
pair and an anti-self antibody, within a viral genome; 
15 (b) culturing the virus containing said nucleot.de 

sequence so that said binding molecule is expressed and 
displayed by the virus at its surface. 

The present invention also provides a method for 
selecting a rgdp specific for a particular 
20 epitope which comprises producing a population of such 
rgdps and the additional step of selecting for said 
binding molecule which is an anti-self antibody by 
contacting the population with said epitope so that 
individual rgdps with the desired specificity may bind^o 
25 . said epitope. The method may comprise one or more of ^e 
additional steps of: (i) separating any bound rgdps from 
the epitope; (ii) recovering any separated rgdps and 
(lii) using the inserted nucleotide sequencer from any 
separated rgdps in a recombinant system to 
30 binding molecule separate from the virus. 

step may isolate the nucleotide sequence encoding the 
binLg molecule of desired specificity, by virtue of 
said bLing molecule being expressed in association wxth 
the surface of the virus in which said encoding nuclexc 

35 acid is contained. 

The present invention also provides a method of 
producing a multimerlTc member of a specific binding pair 
. (sbp) which is an anti-self antibody, which method 
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comprises: 

expressing in a recombinant host organism a first 
polypeptide chain of said sbp member or a genetically 
diverse population of said sbp member fused to a 
5 component of a secreted replicable genetic display 

package (rgdp) which thereby displays said polypeptide at 
the surface of the package, and expressing in a 
recombinant host organism a second polypeptide chain of 
said multimer and causing or allowing the polypeptide 

10 chains come together to form said multimer as part of 

said rgdp at least one of said polypeptide chains being 
expressed from nucleic acid that is capable of being 
packaged using said component therefor, whereby the 
genetic material of each said rgdp encodes a said 

15 polypeptide chain. 

Both said chains may be expressed in the same host 

organism . 

The first and second chains of said multimer may be 
expressed as separate chains from a single vector 
20 containing their respective nucleic acid. 

At least one of said polypeptide chains (or 
polypeptide chain component parts) may be expressed from 
a phage vector. 

At least one of said polypeptide chains may be 
25 expressed from a phagemid vector, the method including 
using a helper phage, or a plasmid expressing 
complementing phage genes, to help package said phagemid 
genome, and said component of the rgdp is a capsid 
protein therefor. The capsid protein may be absent, 
30 defective or conditionally defective in the helper phage. 

The method may comprise introducing a vector capable 
of expressing said first polypeptide chain, into a host 
organiism which expresses said second polypeptide chain in 
free form, or introducing a vector capable of expressing 
35 said second polypeptide in free form into a host organism 
which expresses said first polypeptide chain. 

Each of the polyipeptide chain may be expressed from 
nucleic acid which is capable of being packaged as a rgdp 
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said component fusion produci:, whsreby encoding 

in respective ^^^^^ 
The fusions may be expressed in t; 
5 rgdp display component, perhaps capsid. expressed 

"""re:::- protein may .e ..sent, defective or 

conditionally defective in the helper P»^- 

The host cell may be a mutator strain which 

diversity into the sbp member nucleic 
10 introduces genetic diversity 

^""The rgap may be a bacteriophage, the host a 
hacterium. and said component of the rgdp a capsid 
nrotein for the bacterophage. The phage may be a 
protein for tn ^ selected from the 

15 filamentous phage. The p g ^^^^ „ and the 

class I phage may be fd or 

class II phages Xf, Pfl ana rro »,»racyoline 

.0 :rr^rran::^er 

caosid protein of phage fa or xi.& v 

capsxa p polypeptide chain 

:r:^ry r!n;er:^ Jthe ^-terminal region of^ 
■ ^ caid protein ^ ^r^li:: tl^ 

- rrt. rtuTp^^ir ::eTir for insertion^ be 
f ialed by short sequences corresponding to 
Which occur et each end of the nucleic add to be 
inserted. 

^ roiraisrdr--.— -^-:«-r. 

be lild aownstream to a viral capsid protein ^ough a 

capsL protein, while ux^-er non-supressiBg «nditions 
f~e fom sbP member polypeptides are prodvced. 
free tpim s f formats are discussed 

Selection systems and assay 



wo 93/11236 



PCr/GB92/02240 



15 



10 



elsewhere In this text. In these systems and formats, 
the gene sequence encoding the binding molecule (eg. the 
antibody) of desired specificity is separated from a 
general population of rgdps having a range of specifies, 
by the fact of its binding to a specific target (eg the 
antigen or epitope). Thus the rgdps formed by said 
expression may be selected or screened to provide an 
individual sbp member or a selected mixed population of 
said sbp members associated in their respective rgdps 
with nucleic acid encoding said sbp member or a 
polypeptide chain thereof. The rgdps may be selected by 
affinity with a member complementary to said sbp member. 

Any rgdps bound to said second member may be 
recovered by washing with an eluant. The washing 
15 conditions may be varied in order to obtain rgdps with 
different binding affinities for said epitope. 
Alternatively, to obtain eg high affinity rgdps, the 
complementary member (eg an epitope) may be presented to 
the population of rgdps (eg pAbs) already bound to a 
20 binding member in which case pAbs with a higher affinity 
for the epitope will displace the already bound binding 
member. Thus the eluant may contain a molecule which 
competes with said rgdp for binding to the complementary 
sbp member. The rgdp may be applied to said 
25 complementary sbp member in the presence of a molecule 
which competes with said package for binding to said 
complementary sbp member. Nucleic acid derived from a 
selected or screened rgdp may be used to express said sbp 
member or a fragment or derivative thereof in a 
30 recombinant host organism. Nucleic acid from one or more 
rgdps may be taken and used to provide encoding nucleic 
acid in a further said method to obtain an individual sbp 
member or a mixed population of sbp members, or encoding 
nucleic acid therefor. The expression end product may be 
35 modified to produce a derivative thereof. 

A preferred source for the generation of diverse 
libraries from unimmunised humans is IgM mRNA. It is was 
found in example 43 of WO92/01047 that antibody fragments 
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directed against turKey egg ^^^^ ^ 
2-phenyl-5-oxazolone were much more readily 
«h«„^ library derived from the igM mRNA from 

^. rur««r»,«. no 2-p.«nyl-5-o«.oIon. bi„.^ 
antibody fragments could be isolated f r™. a libra^ o 
2000000 ph.3. «.tibody Clones prepared ,ro» IgG^BNA 
„„i»unl»«I mice (T.Claokson et al. Nature 352 
624-628.1991). Examples 1 to 3 o, this -PP^^<^^°"f" 
the isolation of antibodies specific for self 

T«M nhi-arv Although in these samples, 
::::s:: ::irfrc::ies have ^ee^ sexected as single Chain 
P. fragments in a single replicon format, antxbody 
specificities could be selected as Fab fragments xn a 
specxfxcixi or in a dual combinatorial, dual 

single replicon format or xn a aua 
„pllcon format (Hoogenboom et al, 1991 ^-P"'/" 
Stance using recombination with the loxP system 

'^"Cri™ may be prepared -hich are enriched 
for antibodies directed against self. B 
express surface IgM and surface IgD ^''^J'^^ 
„lL antigen but express little soluble I»« or IgD^ 
These unstimulated cells are more likely to contain 
antibody genes »ith anti-self specificities. In 
contrast. ter.lnally diff.r«.tiated plasma -lis which 
secrete soluble «.tlbodies express little surface 
l„^Xobulln. The preparation of cDNA for ph^e 
l^ra4 preparation using primers which are sp«=l£ic for 

IgM or surface IgD will produce a r«^ir. of 
surface igN o uMeleoted genes 

antibody genes enriched for the nai , 

encoding V domains. ^ " ^^'^^""^ ^ 
functionally sil«x»d by exposure to self 
g^tly reduced levels of surface lg« but 

of surface IgD (C.C.Goodnow et al. supra) Hence, 
earner specific for surface IgD may be particularly 
Jtable ±or Isolation of anti-self antibodies 

Ho«e«r, as demonstrated in this application, Ig« 
^ ::^^ected peripheral blood lymphocytes is one 
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preferred source of V genes for antiself specificities. 
Other sources of such anti-self antibodies may be fetal 
mRNA or cord blood mRNA (P.M.Lydyard et al Scand J 
Immunol 31 33-43, 1990). 
5 There is the potential for making repertoires for 

phage display using the original combination of VH and VL 
domains by the use of PGR and linkage of the genes 
encoding them within cells expressing these domains. The 
principle of 'In cell PGR', where the original VH/VL 
10 pairing is maintained, was demonstrated in PCT/GB92/01483 
and described in Embleton et al in Nucleic Acids Res., 
20, 3831-3837, 1992. This may be particularly useful if 
lymphocytes can be selected at a stage before the 
deletion of clones expressing anti-self antibodies. 
15 In one embodiment of this invention, V gene 

sequences, or even libraries prepared by the synthetic 
recombination of V, D and J segments may be used. These 
act as a rich source of anti-self antibodies. In 
examples 5 to 7, we demonstrate that anti-self 
20 specificities against TNF, human anti-rhesus D antibody 
(0AK3) and human thyroglobulin can be isolated from a 
phage antibody library prepared by the synthetic Joining 
. of V. D and J segments. The use of germ line V genes for 
this purpose, as shown in examples 5 to 7, should be 
25 valuable for the isolation of anti-self antibodies as 
there is some evidence that B lymphocytes directed 
against soluble self antigens are functionally silenced 
and those directed against multivalent membrane bound 
self antigen are eliminated (S.B.Hartley et al supra; 
30 D.M.Russell et al, supra). Thus, the use of synthetic 
libraries made by VH, DH, JH or VK,JK or VL,JL 
recombination in vitro or its equivalent may be 
particularly advantageous for isolation of antibodies 
directed against multivalent membrane bound self 

35 antigens. 

In examples 5 to 7 we have used synthetic VH CDR3 
segments incorporating sequences of random bases at the 
■ V-D-J joining region and linked them to germ line VH gene 
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0.- =««-.es ^ use. 

e.ch o£ «.e CO- loops ^'^^^^ ,1. chothia et 

, r^f icnown canonical structures v^. 

CDR loops of Know ^^,-««-ratlna random 

oiio 0-77-893 1989) and incorporating t« 
al. Nature 342 877-893, ifo i ^ ^ and J 

, ^„ The aerm line nature pi 

^ alterations to the se^ence or by us^ng ^ 
«^^icaixy «.tatea V gene ^^^^ 
^.es 5 to 7 has the aavan«ge ^ P 

tr^/afstir :r:^SoL o. .oiaa .c. - 
:r:a°:trr»oi. sioi. ^ 

presumably evolved for stabiUty and to 
'.strlbution and range of binding ^^^^ 

" "r::ri:^::r:-rps ;f both heavy 

r ^rchirof the =.nthetl= hu.. an^- ^ 
U^y to be laentloal In many [ isogenic 

such ^thetlc human antibodies could be less im. og 

,0 than entirely ^^'"^"^ ^^^Z^t... to the . 

A further but less preferred ^^^^ „ould 

^ve natural and synthetic -^T^^SL U^ayed on 
- to prepare random mut^l^ ^^tibod; molecules 
. r ^rr^^srf :C specificities from these. 
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l^vidual rgdps eg pM.s repressing the desired 

"-^^rinrth-^^-s^-^^ - 

^- p «t al 1990. J. Immunol, n&ai. *£o f 
^^'^Z^^ -ve also devised 

— Tr,::: -r^r::rin:^r:r'"^ 

^ Z'::^^^.^^'--^ to be screened could 
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be generated from immunised or other animals; or be 
created in vitro by mutagenising pre-existing phage 
antibodies (using techniques well-known in the art such 
as oligonucleotide directed mutagenesis (Sambrook J 

5 al 1989 Molecular Cloning a Laboratory Manual, Cold 
spring Harbor Laboratory Press) but are preferably 
derived from unimraunised humans or artificxal 
recombination of human V segments, as described 
elsewhere. This population can be screened in one or 

,0 more of the formats described below with J° 
Figure 5, to derive those individual pAbs whose antigen 
binding properties are different from sample c. 

Bi nding Elution 

Figure 5(i) shows antigen (ag) bound to a solxd 

15 surface (s) the solid surface (s) may be provided by a 

Petri dish. Chromatography beads, magnetic beads and the 
like. The population/library of pAbs is then passed over 
the ag, and those individuals p that bind are retained 
after washing, and optionally detected with detection 

20 system d. A detection system based upon anti-fd antisera 
Zy be used (see, for instance. Example 4 of W092/01047,. 
If samples of bound population p are removed under 
increasingly stringent conditions, the binding affinxty 
represented in each sample will increase. Conditions of 

25 increased stringency can be obtained, for --P^^' 

increasing the time of soaking or changxng the pH of the 
soak solution, etc- 

30 a soxid support . and touM to ..turation by ^^''-^JT^ 
binding ^leoole c. If a population of ~tant pAb (or 
sat of unrelated pAbs) Is off.r«I to the oompleK. only 
those that ha« higher affinity for antigen ag than c 
will bind, in eost examples, only a minority of 

35 population o will be displaced by individuals from 

^Uationp. I, c IS a traditional antibody molecule 

bound material can be recovered and bound p recovered 
^ infecting suitable bacteria and/or by use of standard 
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t:echniques such as ^f^' ^ ^^^^ is used as a 

An advantageous applicatxotx recovered 
=.r,H c the corresponding ligand. The rec« 
receptor and c the corre P g^^turally to the 

bound population p xs then ^^^^^^ .his type of 
receptor binding site/and or ligand Thxs^ 
specificity is known to be very useful xn the 

---rnrtiro^s application is^here^. is- an 

population p ^he diagnostic and 

numerous uses m researcn 

p^r^aceu^icax industry. . ^^^^ 

Tn some xnst:ances iu»jr ^ •jj^+-»r*o 
e««ple above. P can be absorbed agaxn.t a r.l.«a 

However, xf c xs a p«"» 
can advantageously b. «rked — 

.irking <»n be physical. *<" "^^^ 

— « -Lr::rr ^bC^Ici: si«. 

4- iQSS Nucl- Acids Res. iir 

d r« el!L £ro» tb. an«gen »^ u..d to 
reJr:::^/abletc«rla. tber. 1. «,«lctlon.«- .bu. 
Tg^, o. .pulatlon c ,1^.. -B 

^t: rc; i^vSTstrrp b.gb« 

^tlvely. the genetic «ax.ln. 



usxns PGR* 
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Since the bound pAbs can be amplified using for 
example PCR or bacterial infection, it is also Possible 
to rescue the desired specificity even when insufficient 
individuals are bound to allow detection via conventional 

5 techniques. 

The preferred method for selection of a phage 
displaying a protein molecule with a desired specificity 
or affinity will often be elution from an affinity matrix 
with a ligand. Thus, self antigen or fragments thereof 
10 may be used to elute specific phage antibodies from self 
antigen bound to a matrix. Alternatively, the homologous 
antigen from a different species may be bound to a 
matrix, a phage antibody library bound, and phage 
antibodies specific for the self antigen may be elated 
15 using, self antigen. For instance, a bovine antigen may 
be bound to the matrix, a human phage antibody library 
bound and human antigen used for elution. Antiself 
antibodies thus isolated will be specific for epitopes 
shared between the bovine and human antigens. A further 
20 but less preferred alternative may be to bind the phage 
non-specifically to a column and elute with self antigen. 
For instance, if a Fab phage library is bound to an anti- 
Fab affinity column, it may be washed at a pH which does 
not elute non-specific phage and then washed with 
25 solution which is the same except it contains self 

antigen, eluting by virtue of the higher affinity for the 
mobile phase of phage expressing antibodies against the 

self antigen. 

For each of these formats elution with increasing 

30 concentrations of ligand should elute phage displaying 

binding molecules of increasing affinity. However, when 
eg a pAb binds to its antigen with high affinity or 
avidity (or another protein to its binding partner) it 
may not be possible to elute the pAb from an affinity 

35 matrix with molecule related to the antigen. 

Alternatively, there may be no suitable specific eluting 
molecule that can be prepared in sufficiently high 
concentration, in these cases it is necessary to use an 
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. hsr^h is not specific to eg the antigen- 

instance, phage viability xs rea 387-399 
, (.cssc-anao. ..r. -^^^ ^ ^^^^ an.^- 

method was therefore devised wnicn dithiol 

antibody popaLtion to Motinylated antigen ->^^^-^ 
axii;uj«jujr f f w^^^^ Fnllowing washing t:a 

to stxeptavidiB .agnatic baads. Follows g 

^ non-blndlng phaga, tba pbage -"^^ 

- usaa to .„.ect ---^^ ^tTTtbe 

r^rittti: -rt^ri u.ent to 

.section o. blgb »«^^;-^;- :;!sr«-.- 
RosselX and S. winter J-""^-^"^;^^ „te3 tor 
„«bodies may alao ba .X, 

30 -gen -ectio^ ^STon^";^^^^ 

1992 supra). The oon^ affinity phage 

""^j:::r « an"^ntrti:e" pU ^.tiboay .ay be 
::1^r;v^biotinyl.ted ».tigen in order that ph^e 
3S «».te .or ..i^^;^^^^^^^ 
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This elution procedure is just one example of an 
elution procedure under mild conditions. A particularly 
advantageous method would be to introduce a nucleotide 
sequence encoding amino acids constituting a recognxtxon 
site for cleavage by a highly specific protease between 
the foreign gene inserted, in this instance a gene for an 
antibody fragment, and the sequence of the remainder of 
gene III. Examples of such highly specific proteases are 
Factor X and thrombin. After binding of the phage to an 
affinity matrix and elution to remove non-specific 
binding phage and weak binding phage, the strongly bound 
phage would be removed by washing the column with 
protease under conditions suitable for digestion at the 
clekvage site. This would cleave the antibody fragment 
15 from the phage particle eluting the phage. These phage 
would be expected to be infective, since the only 
protease site should be the one specifically introduced. 
Strongly binding phage could then be recovered by 
infecting eg. E.coli TGI cells. 
20 An alternative procedure to the above is to take the 

affinity matrix which has retained the strongly bound pAb 
and extract the DNA, for example by boiling in SDS 
solution. Extracted DNA can then be used to directly 
transform E.coli host cells or alternatively the antibody 
25 encoding sequences can be amplified, for example using 

PCR with suitable primers such as those disclosed herein, 
and then inserted into a vector for expression as a 
soluble antibody for further study or a pAb for further 
roimd& of selection. 

Another preferred method for selection according to 
affinity would be by binding to an affinity matrix 
containing low amounts of ligand. 

If one wishes to select from a population of phages 
displaying a protein molecule with a high affinity for 
its ligand, a preferred strategy is to bind a population 
of phage to an affinity matrix which contains a low 
amount of ligand. TKere is competition between phage, 
displaying high affinity and low affinity proteins, for 
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tlna^ to tne on the „a«i.. Phage a.s^a^ 

high affinity protein is preferentially 
affinity protein is washed away. The high affinity 
^"t^is then recc^red hy .lutlon with tha Or 
5 by other procedures which elute the phage from the 

affinity matrix (Example 35 of W092/01047 demonstrates 

this procedure). 

in sumary then, for recovery of the packaged DNA 
fron. the affinity step, the package can be simply eluted, 

LO it can be eluted in the presence of a homologous sbp 
me«ber which competes with said package for 
complementary sbp member; it could be removed by boiling, 
it could be removed by proteolytic cleavage of the 
protein; and other methods will be apparent to those 

15 skilled in the art eg. destroying the link between the 
substrate and complementary sbp member to 
packaged DNA and sbp member. At any rate, the objective 
. Is to Obtain the DNA from the package so that it can be 
used directly or indirectly, to express the sbp member 

20 encoded thereby. 

The efficiency of this selection procedure for p^s 
and the ability to create very large libraries means that 
the immunisation techniques developed to increase the 
proportion of screened cells producing antibodies of 

25 interest will not be an absolute requirement. The 
technique allows the rapid isolation of binding 
specifLties eg antigen-binding specificities, xncludxng 
^ose that would be difficult or even unobtainable by 
conventional techniques, for example, catalytic or anti- 

30 Isotypic antibodies. Removal of the animal altogether 
is nS^possible, once a complete library of the i^«ne 
repertoire has been constructed. 

Brpno^i^lons o*- ^»^<h«dies to self antigens 

Human antibodies to cell surface components The 
isolation of such antibody specificities would be 
particularly useful for preparing agents which mediate 
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cell killing for instance of cancer cells, for example 
using the natural effector function of antibodies. 
Anti-self antibodies may also be valuable in the 
preparation of diagnostic in vivo imaging reagents, for 
5 instance using radioisotopes. 

Antibodies directed against cell surface components 
of specific T-cell subsets could be used therapeutically 
(D.Wraith et al Cell 57 709-715,1989; L.Steinman and 
R.Mantegazza FASEB J. 4 2726-2731,1990), for instance to 
10 prevent T cell action causing rheumatoid arthritis. 

Hnn.;.n antibodies modifying the function of self molecules 

Antibodies can be isolated which modify the action 
of self molecules such as hormones, growth factors and 

15 receptors through their binding to a specific epitope on 
the molecule. Multifunctional proteins may have both 
desirable and undesirable characteristics, particularly 
-if they are used therapeutically. For instance, the 
lymphokine TNF (tumour necrosis factor) binds to, at 

20 least two different classes of cell receptors- one 

commonly found on vascular endothelial cells, the other 
commonly found on tumour cells. A mouse antibody to TNF 
has been made which prevents TNF from binding to 
endothelial cell receptors while still allowing it to 

25 bind to tumour cells thus allowing attack on the tumours 
without tOKic side effects mediated through endothelial 
cells (Patent application PCT/AU90/00337 ) . For 
therapeutic use of antibody modifiers of hormone or 
growth factor molecules, it would be preferable to have a 

30 human antibody specificity isolated directly through 
selection from a phage library. 

Human ant i-idio types 

Antl-ldlotype antibodies (antibodies directed 
35 against the antigen combining sites formed by the 

variable domains of human antibodies) are conventionally 
made by isolating an antibody against an antigen and then 
using this Isolated antibody as an immunogen to raise 
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an.U»aies directed against it. If the original antibody 
ia directed against a hormone or growth ^-otor fe 
reiationship between antigen and antibody co.-.ining Sites 
that the enti-idiotype «ay »i^c in »o~ aspects 
S the hom,one or growth factor and bind to the receptor 

for these molecules. However, the fraction of 
li-idiotype ^.tibodies able to ^ ^^^"T^. 
hormone to the receptor would be e««oted to be small. 
^::Lr«re. the deletion of antiself ^^-"-^J^^ 
0 mean that using the conventional route to antiidiotypes 
«^d be difficult for the isolation of human 
anti-idiotype «,tihodies mimidcing molecules bxnding 
human receptors, m this application we -""ir*^* 
antibodies directed against the antigen "o^"-^"^" 
S formed by the variable domain. o£ human antibodies may be 
l!^tly isolated from phage antibody di«.l.y Ubrarxe.. 
es Shown in examples 1 and 4, end it «'»<^.^=° f 
possible to id«.tify the «vti-iaiotyplo «.txbodies 
mimicaclng the binding of the hormone dir«!tly by 
>0 screening for binding to the receptor. 

«.«-idiotypes may also be useful for 
of autoimmune disease. They could be used to bind to 
oirculating autoantibodies. However, it may be 
preferable to attack directly antibody producing cells 
^, Z instance using a bispecific »-"<-y ^* 
a cell surface maricer as well as an anti-idiotype 
specificity. Alternatively, pl.smaphore.is could be used 
Z remo*. circulating «>tibody and the cells treated 
dlrec-tly. 

30 

,x„-.n ani:ibodies pirrainst receptors ^i^^no or 

antibodies that bind to receptors, blocking or 

■ antagonising ligand function could be ^^^^cted 'iirectly 
fron a phage library displaying antibodies derived from 
35 an unimmunlsed donor* 

n n nn— — "^^^^^ in^nsplant rejection 

Antibodies directed against the major 
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histocompatibility complex proteins could be used to 
treat patients following transplants, or organs prior to 
transplantation, in order to prevent rejection. 
Antibodies directed against several lymphocyte cell 
surface markers have been used for the prevention of 
rejection in transplants e.g. CD45, CD3, CD4, CDS and 
interleukin-2 receptor. Example 3 shows that human 
antibodies against CD4 can be directly isolated from 
phage display libraries. 

Human antibodies against cytokines 

Human antibodies against cytokines would be valuable 
for treatment of human disease, for example of septic 
shock with anti-TNF and anti- inter leukin 1 antibodies. 
Examples 1 and 6 show that human antibodies against TNF 
can be Isolated directly from phage antibody libraries 
derived from unlmmunised humans or the synthetic 
recombination of V,D and J fragments. In many cases 
these cytokine molecules are strongly conserved between 
species, for instance transforming growth factor- p 
(TGF-p), and it has proved difficult to isolate 
antibodies directed against the human molecule even in 
mice. The isolation of human anti -self antibodies as 
described in this invention provides a method of 
obtaining h\iman antibodies with such a specificity. 

Human antibodies for diagnosis and treatme nt of cardiac 
disorders 

Human antibodies against clot components e.g. 
fibrin, would be useful for imaging clots when labelled 
with radioactivity or for dissolving clots, if for 
example linked to a clot dissolving enzyme such as 
urokinase. 

Antibodies triggering receptor function 

Antibodies may be selected that bind to a cell 
receptor and trigger a biological response in the cell. 
This Is described in more detail below and In Example 8 
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„^ii-s the isolation of such antibodies. 

Cycles of growth and sel«.tl=n. those rgdps 
.IndlS Z the cell receptors are ^--^-J-^ 
"ese ^dps encode hindln, specificities with tte 

. , ,=,o„a or in combination with other binding 

^riS::: aL tesL alone, or m co-blnatlon. for 

Z rTarnrTcell receptors In which the 
bindlT^ a llgand. for e,a^le hor^ne. ' 
or pepLde --t^ ^tTo^of 

rtrcT L"^r:dLtrrbe rejected for binding 
Z ^1 receptor <or a related reenter with con»er«d 
portions Of surface ™ch as from another ' 
^a^le by usin, cell, displayms ^ "^^^^"V 
U3in^ soluble r«»ptor i»»bili.ed on solxd phase, or 
do»^ or peptide epitopes of the — P"'^ 
"aJiy the receptor would be provided in a cros.lin.ced 

fas reauired for its triggering). 

«l^ring Of receptors at the cell surface oft«, 

.ea«s to'Involve the relative ™t of pro^ « 

,^ in the neioro-transmxtter^garea 

subunits- For example, xn tne neuj. 
receptors, the five subunits that are arranged 
recepto , ^rane place, delineate an xon 

Binding o. the neurotransmitter 

TZZ - -er the si.e o. the central ion^bannel 

- causing s.all ^ea^-^-^r^^^ ^ re:::.:^s, 
«i« ailosteric ixansxtion. tor T;yiw» 
rSr.^ appears to drive receptor o"«°»rlsa^. 
^ antibodies With binding =S-"^<=^«f ^''^^^ „ 
against a receptor have the potential " » 
ilosteric change or to promote oUgomerxsation. The 
Slg^xsation Of the receptors may also be promoted by 
using bivalent or bispeoific antibodies. 

The soluble «,tlbcdies or ».tibody fragments may be 
,„„ov.lent frag~nts. for example, single chain Fv 
fragments or Fab frag^nts. or bivalent fragments. 
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example, Fabz or complete antibody fragments. The 
bivalency could also be promoted in other ways, for 
example (1) by encoding a tag, such as a peptide or 
protein (for example, the subunit of a dimeric protein) 
5 that self associates, at the N or C-terminus of the 

monomeric fragment, (2) using a bivalent antibody that 
binds to the monovalent fragment, for example, to a 
common C-terminal tag, or to an antibody constant domain 
(3) chemical cross-linking. 
10 Bispecif ic antibody or bispecific fragments could 

also be made as for the bivalent fragments. (For 
expression of the bispecific antibody or fragment in the 
same cell, the genes encoding both specificities would 
need to be introduced together). The different antibody 
15 "arms" could be directed against the same receptor, for 
example to different epitopes, or to two different 
receptors (to trigger hybrid receptors). 

The direct isolation of anti-self antibodies from 
phage libraries as described in this invention is 
20 important to allow a large number of antibodies to be 
surveyed for these triggering receptors. 

It is appropriate to distinguish the making of 
antibodies to trigger receptors as is described here and 
provided as an aspect of the present invention from the 
25 "anti-idlotyplc route" in which specific antibodies 

raised in an animal, including man, by vaccinating the 
said animal with a specific antigen are themselves used 
to vaccinate another animal, new antibodies termed anti- 
idiotypic antibodies ( Ant i- Ids) being produced able to 
30 recognise and bind to the first set of antibodies. Some 
species of these Anti-Ids are able to mimic the specific 
biological properties of the original antigen. If for 
example, the antigen were a peptide hormone or a cell 
receptor, the Anti-Id to the hormone or cell receptor 
35 antigen is able to elicit a response of the cell (See 

Gaulton, G.N. and Greane, M.I., 1986. Idiotypic mimicry 
of biological receptors. Ann. Rev. Immunol. 4,253-280; 
Sege, K. and Peterson, P-A., 1978. Use of anti- 
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10 



15 



id±ol:ypic antibodies as cell surface receptor probes. 
^^Ha^. Acad. SCI. Usa. 75, 2443-2447 for examples). 

The essence of current teaching of Anti-Ids as 
^cs of antigens is that they are produced as a result 
Of constructing antibodies to antibodies of the or.gxnal^ 
antigen. There is however, so»e controversy over wheth^ 
such anti-idiotypes accurately mi»ic the original antigen 
(S.J. Davis et al Nature 358 76-79, 1992). 

There is therefore a clear distinction between 
antibodies prepared by an anti-idiotypio route that mimic 
antigens such as growth factors or hormones, and 
antibodies that are made directly to the receptors to 
trigger the receptors. The antibodies derived by an 
antlidiotypic route require the antigen (hormone, growth 
factor) and will bind to the same epitope on the receptor 
as the hormone, while the antibodies derived by bxndxng 
to the receptors need not bind to the same epitope to 
trigger the receptor. Indeed such antibodies need not 
„.i„ic a known hormone or growth factor, as their 
specificity, or binding to receptor (characterised as 
epitope, on-rate or off-rate> or blood clearance is 
iLly to differ. The process for making the antibodxes 
is also guite different. Anti-idiotypic antibodies are 
„ade Classically by immunisation of animals, although 
they can be isolated directly from phage display 
libraries as described above. Antibodies directed 
against self receptors are made by selection from V-gene 
libraries (as described above). 

AS well as the advantages over the anti-ldiotypxc 
route, the antibodies derived directly by receptor 
hinding may even have advantages over the -tural hormone 
or growth factor. Thus receptors that are defective for 
binding of the natural hormone or growth factor (for 
example in a genetic disease), may be triggered by an 
35 antibody binding at a different epitope. 

AS therapeutic agents the various isotypes of 
antibodies or fragments of antibodies carrying the 
variable regions responsible for the specificity of the 
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molecule have a number of properties having advantages 
over the bloactive moiety they mimic. For example, 
unlike the natural hormones their half-life in 
circulation can be modified readily. Depending on the 
5 antibody isotype or fragment chosen, they have half -lives 
in circulation in a patient ranging from minutes to 
several weeks. If long term usage or short term 
clearance is required this can easily be accommodated by 
choosing the appropriate antibody isotype without need to 

10 use slow release devices as implants, or continuous 
intravenous infusion, etc. 

Furthermore, many hormones or tissue growth factors 
or antigens in general are functionally complex with 
different epitopes of each of the molecules having 

15 various specific functions. Clones of antibody mimics 
are monofunctional in this respect so could be used to 
produce one specific biological effect of a hormone 
without a second effect which latter effect may be 
disadvantageous to the patient. Thus the lymphokine TNF 

20 (tumour necrosis factor) binds to two different classes 
of cell receptors - one common on vascular endothelial 
cells, the other common on tumour cells- If the TNF is 
modified so that it cannot bind to the endothelial cell 
receptors but can still bind to tumour cell receptors, 

25 the tumours are attacked without at the same time 

inducing the very toxic side effects mediated through the 
vascular receptors. (This is described in Australian 
Patent Application PCT/AU90/00337 ) . An antibody mimic 
able to recognise the tumour cell receptor would be 

30 expected to be very specific and kill tumour cells 

without Inducing toxic side effects mediated through the 
vascular endothelium since it would have no resemblance 
to the TNF epitope which binds to receptors on the 
latter. 
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TERMINOLOGY 



Much of the terminology discussed in this section 
has been mentioned in the text where appropriate. 

5 

Self ^ •« 

A self antigen is an antigen or epitope which xs 

capable of binding to an antigen binding site formed by 

antibody variable domain(s) and which is conserved 

^ a snecies of animal and native to the 

10 between members of a species ««ij.m» 

body. 

The immune system tries to avoid making antibodies 
to self antigens. It has been suggested that (i) 
sequences of germ line V gene segments have been evolved 

15 under pressure to be directed towards foreign, e.g. 

pathogen, antigens and epitopes, and away from being able 
to provide antibodies which will bind self antigens, and 
(ii) that, in addition to this, immune tolerance causes 
those combinations of gene segments encoding anti-self 

20 antibody which do arise, to be deleted or anergised. 
consequently, there are not normally circulating 
antibodies against these antigens except in disease 
states, eg autoimmune diseases. A self antigen may be 
one which does not vary between individuals of a species. 

25 A self antigen may be one for which there is normal 

allelic variation throughout a population. Immunisation 
of one individual in a species with a self antigen would 
not normally be expected to result in generation, or 
detection, of antibodies to the antigen, except perhaps 

30 when tolerance is deliberately broken. Antibodies to a 
self-antigen may only be present in an individual who is 
suffering from autoimmune disease. On the other hand, 
there are some self antigens to which circulating 
antibodies can be found in a sub-population of normal 

35 individuals of a species. 

A self antigen may be an antigen recognised by B- 
cell surface antibodies but not by antibodies which can 
be found circulating. It might not be possible to detect 
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or obtain circulating antibodies to a self antigen except 
perhaps when the individual is suffering from an 
autoinunune disease or syndrome. 

An anti-self antibody or antibody fragment is an' 
5 antibody or fragment thereof which has binding 

specificity for a self antigen. It may recognise an 
epitope which is found only on a self antigen, or it may 
be cross-reactive with an antigen which individuals of 
the species will recognise as foreign- The present 
10 invention is particularly well suited to the production 
and isolation of antibody fragments which bind only a 
self antigen. 

Specific Binding Pair 

15 This describes a pair of molecules (each being a 

member of a specific binding pair) which are naturally 
derived or synthetically produced. One of the pair of 
molecules, has an area on its surface, or a cavity which 
specifically binds to, and is therefore defined as 

20 complementary with a particular spatial and polar 

organisation of the other molecule, so that the pair have 
the property of binding specifically to each other. 
Examples of types of specific binding pairs are antigen- 
antibody, biotin-avidin, hormone-hormone receptor, 

25 receptor-ligand, enzyme- substrate, IgG-protein A. 

Multimeric Member 

This describes a first polypeptide which will 
associate with at least a second polypeptide, when the 

30 polypeptides are expressed in free form and/or expressed 
on the surface of a substrate. The substrate may be 
provided by a bacteriophage. Where there are two 
associated polypeptides, the associated polypeptide 
complex is a dimer, where there are three, a trimer etc. 

35 The dimer, trimer, multimer etc or the multimeric member 
may comprise a member of a specific binding pair. 

Example multimeric members are heavy domains based 
on an immunoglobulin molecule, light domains based on an 
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globulin .oxecule. T-celX receptor subunits. 

.bUit, to "P"=«- L,^eptide. The polypeptide 

■^•^ "^-iT™! i^oLlon netlve to the 
°" ^in!cillly placed into the particle or 

^''*%"'^lrir1^e displayed polypeptide «y be »^ 
""JTr/: : ^ ;ic^!ndi„: pair e,. h-vy or li,ht 
:r dlir-sed on an i»».lohulin »ol.cul.. an 

en;^ or a receptor etc. bacteriophage eu<a> 

The particle may be a virus eg. » 

as fd or M13- 



20 



2S 



30 



describes a replica^Xe .ene.lc eispXay paCage 

specific binding pair ^J^ ^ ,o«ain 
a bacteriophage whxch ^^^^^^J^^"^ ^een called a 

at its surface. This type of package has 



at its sxarface. 
phage antibody (pAb) 



^ aeecribee ^ ^^^^^^ T^^' 

™^y or whoUy synthetically produced. 

™ aw protein having a binding do.«xn which is. or 

and the Fab, FCabMa. ^cFv, Fv, dAb, Fd gn. 



35 
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inimunoglobulin molecules. The domain contains two p- 
sheets and usually a conserved disulphide bond (see A.F. 
Williams and A.N. Barclay 1988 Ann. Rev Immunol. 6, 381- 
405). 

5 Example members of an immunoglobulin superf amxly are 

CD4, platelet derived growth factor receptor (PDGFR), 
intercellular adhesion molecule. (ICAM). Except where 
the context otherwise dictates, reference to 
immunoglobulins and immunoglobulin homologs in this 
10 application includes members of the immunoglobulin 
superf amily and homologs thereof. 

Homologs 

This term indicates polypeptides having the same or 
15 conserved residues at a corresponding position in their 
primary, secondary or tertiary structure. The term also 
extends to two or more nucleotide sequences encoding the 
homologous polypeptides. 

Example homologous peptides are the immunoglobulin 
20 isotypes and the TIM barrel enzymes. 

Functional 

in relation to a sbp member displayed on the surface 
of a rgdp, means that the sbp member is presented in a 
folded form in which its specific binding domain for its 
complementary sbp member is the same or closely analogous 
to its native configuration, whereby it exhibits similar 
specificity with respect to the complementary sbp member. 



25 



30 



35 



Genetica ll y diver se population 

in connection with sbp members or polypeptide 
components thereof, this is referring not only to 
diversity that can exist in the natural population of 
cells or organisms, but also diversity that can be 
created by artificial mutation in vitro or in vivo. 

Mutation in vitro may for example, involve random 
mutagenesis using oligonucleotides having random 
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„u«tions of the sequence deslxed to be varlea. IB ^ 
iSUsls ^ for e.»Ple. use ».tator ^ 'i;^ 
,„„r«>rg,^ to h»bour the DNA (see E^a-ple 38 of HO 
M%tc^). The «>rds ■uni.^e population" ^ be used to 

5 pxuraxit. of e, polypeptide chains whl^ are not 

oenetlcallv diverse, le they are all the sa™>. A 
^^'populatlon IS one which - -verse^^^ess so 
thatn the full repertoire of an aninal or • ^^'^ 
syndetic or otherwise. -^""^^^ "f ""^^ 

.0 ^uced by prior selection, e, usin, antigen binding 

specificity. 

^ do^ IS a part Of a protein that is folded 
within itself and independently of other parts of tte 
^ protein and independently of a co^leeentary binding 
ZJ. A folded unit is a specific co^"""^^ 'J^ 
^i» and/or ,-sheet structure. co«ains and 
contain structures that bring together «mK. acids that 
20 are not adjacent in the primary structure. 

^"^^ describee the state of a polypeptide which is 
not displayed by a replicable g«.etic display package. 

25 rm .d1t1on.ll Y Defecti ve , defective 

This describes a gene which expresses o 
polypeptide under one sat of conditions, hut e:.pre=ses a 
S^t but related non-defective polypeptide under 
another set of conditions. M. example, is a gene 
30 ZTr^ an amber mutation expressed in non-suppressing 
or suppressing hosts respectively. 

^tematively. a gene -ay express a protein which is 
detective under one set of conditions, but not under 
set. « example is a gene with a temperature 
35 sensitive mutation. 

■ c..r r-*»-««ible T ^«n.lat:lonaI Stop Codon 

a upp* ,.K<oh allows the translation 

This describes a codon which aixows w 
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Of nucleotide sequences downstream of the codon under one 
set of conditions, but under another set of conditions 
translation ends at the codon. Example of suppressible 
translational stop codons are the amber, ochre and opal 
5 codons . 

Mutator Strain 

This is a host cell which has a genetic defect which 
causes DNA replicated within it to be mutated with 

10 respect to its parent DNA. Example mutator strains are 
NR9046mutD5 and NR9046 mut Tl (see Example 38 of 
W092/01047). 
Helper Phage 

This is a phage which is used to infect cells 

15 containing a defective phage genome and which functions 

to complement the defect. The defective phage genome can 
be a phagemid or a phage with some function encoding gene 
sequences removed. Examples of helper phages are M13K07, 
M13K07 gene III no. 3; and phage displaying or encoding 

20 a binding molecule fused to a capsid protein. 

Vector 

This is a DNA molecule, capable of replication in a 
host organism, into which a gene is inserted to construct 
25 a recombinant DNA molecule. 

Phage Vector 

This is a vector derived by modification of a phage 
genome, containing an origin of replication for a 
30 bacteriophage, but not one for a plasmid. 

Pha gemid Vector 

This is a vector derived by modification of a 
plasmid genome, containing an origin of replication for a 
35 bacteriophage as well as the plasmid origin of 
replication. 



Secreted 
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This describes a rgdp or molecule thet 

rrrrj:L:.t.t=:.irr.r2 

Z — ^ """"" 

^ ..,„„ ,l„,rn - o..^. ^ i.^ ~~,inh„lln Genes 

■ TcoUecticn of naturally occurring nucleotides eg 
ONA sequences which encoded e^ressed 

^ man animal. The sequences are genera«*^ the 
10 !n vivo rearrangement of eg V. a and J segments for 
^JiTand eg the V and J segments for L d«i»^ 
Alternatively the sequences may be generated fro. a cell 
^^TLunised in Vitro and in Which the rearrangement in 
response to immunisation occurs mtracellularly. 

15 

^^collection of nucleotides eg DNA sequences within 
clones; or a genetically diverse collection of 
polypeptides, or specific binding pair members or 
20 Tol^Ptides or sbp ^e^bers wbicb are displayed on^rgdps 
LpSe of being selected or screened to provide an 
individual polypeptide or sbp member or a mixed 
population of polypeptides or sbp members. 

25 r-r— Arti firianr Rearranged Tmmunoglobulin 

collection of nucleotides eg DHA sequences derived 
wholly or partly from a source other than the rearranged 
i^lnoalobulin sequences from an animal. This may 
30 ^ude f r e^ampL, OK. sequences encoding VH doma^ by 
loLining unrearranged V segments With D and .s^^^^ 
and DNA sequences encoding VI. domains by combinxng V and 

J seg^^^^^ sequences may be derived by 

35 oligonucleotide synthesis. 

co>^«.torv Leader Peptide ' . . h ^« i-h« N- 
This is a sequence of amino acids joined to the N 



L 
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terminal end of a polypeptide 
of the polypeptide out of the 



and which directs movement 
cytosol . 



Eluant 

This is a solution used to breakdown the linkage 
between two molecules. The linkage can be a non- 
covalent or covalent bond(s). The two molecules can be 
members of a sbp. 



10 Derivative 

This is a polypeptide which derived from another 
polypeptide which is encoded by the DNA within a 
selected rdgp. The derivative polypeptide may differ 
from the encoded polypeptide by the addition, deletion, 

15 substitution or insertion of amino acids, or by the 

linkage of other molecules to the encoded polypeptide. 
These changes may be made at the nucleotide or protein 
level. For example the encoded polypeptide may be a Fab 
fragment which is then linked to an Fc tail from another 

20 source. Alternatively markers such as enzymes, 
fluoresceins etc may be linked to e.g. Fab, scFv 
fragments . 

BRIEF DESCRIPTION OF THE FIGURES 

25 

Figure 1 shows an analysis by ELISA of the 
specificities of soluble single-chain Fvs (scFvs) 
isolated from, the unimmunised library by selection on 
bovine thyroglobulin (upper panel), human TNFa (central 

30 panel), or the human mAb Fog-1 ( gamma- 1, kappa). 

Binding was determined by ELISA to a panel of proteins, 
as follows: 1 - plastic; 2 - hen egg trypsin inhibitor; 
3 - chymotrypsinogen A; 4 - hen egg ovalbumin; 
5 - keyhole limpet haemocyanin; 6 - bovine 

35 thyroglobulin; 7 - human TNFo; 8 - turkey egg-white 
lysozyme; 9 - horse heart cytochrome c; 10 - bovine 
serum albumin; 11 - mAb Fog-1. 
Figure 2 shows an analysis by ELISA of the 
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specificities of soluble scFvs isolated from the 
unimmunised library by selection on human 
ca«:inoembryonic antigen (CEA) (upper panel), the MUCl 
peptide (Price et al., 1990, supra) (central panel), or 
5 human CD4 (lower panel). Binding was determined by 
ELISA to a panel of proteins, as follows: 1 - hen egg 
txypsin inhibitor; 2 - chymotrypsinogen A; 3 - hen egg 
ovalbumin; 4 - keyhole limpet haemocyanin; 5 - CEA; 
6 - urine extract containing human polymorphic 
10 epithelial mucin (PEM); 7 - bovine thyroglobulin; 

8 - hen egg-white lysozyme; 9 - bovine serum albumin; 
10 - chicken gamma globulin coupled to 4-hydroxy-3- 
nitrophenyl acetic acid; 11 - human recombinant soluble 
CD4. 

15 Figure 3 shows an ELISA to assay the binding of three 
scFvs', isolated by selection on a human monoclonal 
antibody Fog-1 (IgGl, kappa), to a panel of human 
antibodies of varying isotype, as follows: 1 - Fog-1; 
2 - the Fv fragment of Hulysll; 3 - Hulysll antibody 

20 (igGl, kappa); 4 - RegA (IgGl, kappa); FogC (IgG3, 

kappa); 6 - Pagl (IgGl, lambda); 7 Ig62,lambda antibody 
purified from myeloma plasma (Sigma); 8 - Oak3 (IgGS, 
lambda); 9 - IgG4, lambda purified from myeloma plasma 
(Sigma); 10 Foml (IgM, lambda); 11 - FomA (IgM, lambda). 

25 Figure 4 illustrates the ass«nbly of Vh genes in the 
creation of a synthetic library. 

Figure 5 shows schematically selection techniques for 

pAbs: 2(i) shows a binding/elution system; 2(ii) shows a 

competition system (p = pAb; ag = antigen to which 
30 binding by pAb is required; c - competitor population 

e.g. antibody, pAb, ligand; s - substrate (e.g. plastic 

beads etc); d = detection system). 

The present invention is illustrated by the 

following examples. Oligonucleotide primers and probes 
35 mentioned in the text are listed in Table IV. Tables I 

to IV are found after Example 8. 

Example 1 shows the isolation of antibodies directed 
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against human tumour necrosis factor-a and a human 
monoclonal antibody from a phage library of single chain 
Fv fragments derived from an unimmunized human. 

5 Example 2 shows the isolation of antibodies binding to 
human thyroglobulin from a phage library of single chain 
Fv fragments derived from an unimmunized human. 

Example 3 shows the isolation of antibody fragments 
10 directed against the self antigens MUCl mucin, 

carcinoembryonic antigen (CEA) and recombinant soluble 
CD4 (rsCD4) from a phage display library of single chain 
Fv fragments derived from an unimmunized human. 

15 Example 4 shows. the further characterization of selected 
anti-self antibody fragments by DNA sequencing and 
affinity determinations. 

Example 5 shows the creation of a synthetic human 
20 library using germ line VH segments. 

Example 6 shows the isolation of an antibody fragment 
binding to human tumour necrosis factor-a from a human 
germ line synthetic library. 



25 



Example 7 shows the creation of a synthetic human 
library using human germ line VH segments containing VH 
CDR3 sequences of different lengths and isolation of 
single chain Fv fragments binding to human thyroglobulin 
30 and a human monoclonal antibody. 

Example 8 shows the isolation of human antibodies 
directed against human interleukin-1 receptor molecules 
which trigger receptor function. 



35 



Example 1 

isolation of antibody' fragments directed against self 
antigens from a library of scFvs m ade from unimmunized 
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blood donors 



can be constructed into . large Ubrary of antibody 

which contain reactivttl.. against antigens^ 

S w^S: the donor hs. not ^ ~PO.ed (W092/01047 example 
42). M. have r..lis«J that th«» libraries .ay also 
contain r««tlvities against self antigens, arisi^ 
eitb«: from self-reaetive B-cells which have not been 
iLted or as non-naturally occuring trag-ents re«.lting 

10 from VH and VL chain recon^matlon. Tot.«th^v« 
panned a large hu.«n scPv library displayed on th. 
surface of a phagemld against human TNP- and a humM. 
IgG/k immunoglobulin. 

15 Methods 

R^^nue of th e library; 

The library of scFvs was constructed from the RNA 

■ of human PBLs and has been previously described 

(WO92/01047 example 42). To rescue phage displaying 

20 antibody fragments, approximately 10 E. colx 

barbouring the phagemid were used to ^^^f "^^^"^^^^^ 
2 X TY containing 1% glucose and 100 mg/«l of ampicillin 
(2 X TY- AMP-GLU) and grown to an CD. of 0.8 with 
Shaking. Five -.1 of this culture was used to innoculate 

25 50 ml of 2 X TY- AMP-GLU, 2 x lO^ TU of delta gene 3 
helper (Mia D gene III see W092/01047) were added and 
the culture incubated at 37-C for 45 minutes without 
Shaking and then at 37-C for 45 minutes with shakxng^ 
The culture was centrifuged at 4000 r.p.m. for 10 min. 

30 and the pellet resuspended in 2 litres ^ x TY 

containing 100 mg/ml ampicillin and 50 mg/«l kanamycin 
and grown overnight. Phage were prepared as previously 
described (W092/01047 example 42). M13 D gene III was 

prepared as follows: 
35 M13 D gene III helper phage does not encode gene 

•in protein, hence the phage(mid) displaying antibody 
fragments have a greater avidity of binding to antigen, 
infectious M13 D gene III particles are made by growing 
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the helper phage In cells harbouring a pUC19 derivative 
supplying the wild type glll protein during phage 
morphogenesis. The culture was incubated for 1 hour at 
37«C without shaking and then for a further hour at 37 "C 
5 with shaking. Cells were spun down (lEC-Centra 8, 4000 
revs/min for 10 min), resuspended in 300 ml 2 x TY broth 
containing lOOmg ampicillin/ml and 25mg kanamycin/ml (2 
X TY- AMP-KAN) and grown overnight, shaking at 37 'C. 
Phage particles were purified and concentrated from the 
10 culture medium by two PEG-precipitations (Sambrook et 

al., 1990), resuspended in 2 ml PBS and passed through a 
0.45imn filter (Minisart NML; Sartorius) to give a final 
concentration of approximately 10^3 transducing units/ml 
( ampicillin-resistant clones ) . 



15 



Panning of the library : 

immunotubes (Nunc) were coated overnight in PBS 
with 4 ml of either 100 mg/ml or 10 mg/ml of recombinant 
human TNF-a in PBS or 4 ml of 10 mg/ml of Fog-1, a human 
20 IgG/k immunoglobulin which recognizes the human red 

blood cell Rh (D) antigen. Tubes were blocked with 2% 
Marvel-PBS for 2 hours at 37' C and then washed 3 times 
in PBS. Approximately 1013 TU of phage was applied to 
the tube and incubated for 30 minutes at room 
25 temperature tumbling on an over and under turntable and 
then left to stand for another 1.5 hours. Tubes were 
washed 10 times with PBS 0.1% Tween-20 and 10 times with 
PBS. Phage were eluted by adding 1 ml of 100 mM 
triethylamine and rotating 15 minutes on an under and 
30 over turntable after which the solution was immediately 
neutralized with 0.5 ml of 1,0 M Tris-HCl, pH 7.4. 
Phage were then used to infect 10 ml of mid-log E. coli 
TGI by incubating eluted phage with bacteria for 30 
minutes at 37* C. The E. coli were then plated on TYE 
35 plates containing 1% glucose and 100 mg/ml ampicillin. 
The resulting bacterial library was then rescued with 
delta gene 3 helper phage as described above to prepare 
phage for a subsequent round of selection. This process 
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3 and 4. 

5 

rl irrrriTr-^^"" binders; 

- ^ the 3rd and 4-th rounds of 

Piti-ted Dhage from tne ora 

Elutea pnag ^ ^isi and 

selection were used to infect e. 

ooiuble scFv was produced (Marks, et al. . 1991) tro 
soluble SCFV w P pj^g^ 

10 single colonies for assay. gLlSAs were 

• *^r.m sinale colonies, blisas 

sequencing • 

shown in figure 1, the Key i« T,„ottive 

15 different binders were identified, 
have been sequenced. 

, <;oiuble scFv from 9& clones was screened by 
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antibody scFv fragments directed against bovine 
thyroglobulin from a library of scFv fragments. These 
were derived from unimmunised humans, expressed on the 
surface of phage fd, isolated by panning against bovine 
5 thyroglobulin. The results demonstrated that it is 
possible to isolate from a library derived from an 
unimmunised individual antibody fragments which will 
bind an antigen to which that individual has never been 
exposed. 

Sixteen clones found by this panning to be specific 
for bovine thyroglobulin have now been analysed for 
binding to human thyroglobulin in an ELISA assay (as 
described in example 44 of WO92/01047). Nine of these 
clones also bound strongly to human thyroglobulin w:Lth 
absorbance signals of between 1.0 and 1.6 12 minutes 
after addition of substrate. No cross-reactivity 
(signal less than 0.05 after 90 min) was found with a 
panel of unrelated antigens- hen egg lysozyme, BSA, 
ovalbumin, chymotrypsinogen, cytochrome c, keyhole 
limpet hemocyanin, insulin, cardiolipin and DNA. 

Thus, antibodies with specificity for epitopes on 
the human self antigen thyroglobulin can be isolated 
from libraries prepared from unimmunised humans. 
Two clones binding to both human and bovine 
25 thyroglobulin, a-Thy23 and a-Thy29, and two clones 

binding to bovine thyroglobulin only, a-Thy32 and o- 
Thy33, were sequenced. 

Example 3 

30 T>.niation of antibody frac rments direc ted against the 

hnm^n self-ant ^r r^ns MUCl mur ^r> , nareinoembrvonic antigen 

;,nd recombin^^nt soluble C nii frsCD4) from a phage 
,.4«pi« Y library of human sin g le chain Fv fragments 
The phage display library of single chain Fv 
35 fragments derived from unimmunized human donors used in 
Example 1 was used in selection to isolate antibody 
fragments directed against the self antigens MUCl mucin, 
carcinoembryonic antigen (CEA) and recombinant soluble 
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CD4 (irsCD4). 



* rescue th. library rather than aelta s«« 3 helper 
phage (M13 D gene HI). 

Selection^.£lSa^^E^^ 
a rnrr*"'-«""*' T°n^c antigen (CEA ) ,™„„-o 

«tes (Nunc! «axisorp) coated with antiflen 
tubes (Nun , or were selected on a column of 

as (Marks et al., 1991), or wei ™.ss4 1990). 

antigen ( J.McCafferty et al.. Nature 348 =S2-==*' " 
,S ™e lollowing antigens were used: hu^n reco^inant 
™'u^le CD4 <rsCD4, .repressed in haculovirus by 
!™rican Biotechnologies Inc. and supplied by the «RC 
^^TgLt project C«.re08n; ^ '^^ZTTZ"^^ 

antig^ - ' ^ ::^:„r 

t::; Pe te^ in nu^an M«:l mucin ■ 

r^rrs:o::a:erpolymorphic epithelial -) 

^ 1 T Biol caiem. 263 12820-12823, 
Gendler et al., J- Biox. unew ^ i^i 

«S8n.«.0u. et al., Biochem. Biophys. Kes. Commun. 171 

" rCml. (lC*g/.l. -e coated on^ 

_<„h* at room temperature in phosphate 
i-"""*-^ c«might « room^ ^ 

.lin.^ Tt^s ^t^ ™s. o.» (v/v, Tw«n 20 
tubes were washed 10 times wx« 
30 and 10 times With PBS. For subsequent roun^ of 

traction tubes -ere washed 20 ti~. with PBS. 0.1% 
: r^len ao and .0 time, with »S. Phage were .luted 

XOO ^ tri.^yla.ine » , _ 

"rriSL^I^Ii -1 ceUs. Appro.. 10« infected 
rtelte^used as an inoculum for the next rescue. 

was subjected to 3 to 5 rounds of rescue and 
selection for each antigen. 
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For selection of phage binding to the MUCl peptide, 
the peptide was coupled chemically to Sepharose 4B 
(provided by M.R. Price). A 1ml column was prepared, 
and phage was selected as described by McCaf ferty et 
5 al., 1990 (supra). Briefly, the Sepharose-MUCl column 
was washed with PBS containing 2% skimmed milk powder 
(MPBS) and the phage loaded in 1ml of the same buffer. 
After washing the column successively with 10ml volumes 
of MPBS, PBS PH7.2, 50mM Trls-HCl/500mM NaCl pHS.O, and 
10 50mM Tris-HCl/500mM NaCl pH9.0, phage was eluted with 

5ml lOOmM triethylamine and neutralised with 0.5M sodium 
phosphate buffer pH 6.8. Five rounds of selection were 
carried out. 

15 screening and seouep eing of clones 

Single ampicillin resistant colonies from infectxon 
of E. coli TGI with eluted phage, were screened either 
for binding of phage (Clackson et al., 1991) or soluble 
scFv fragments (Marks et al., 1991). Since the gene 
20 encoding the antibody fragment is linked to that 
encoding the phage coat protein by an amber codon, 
soluble fragments can be secreted from a non-suppressor 
strain of bacteria infected by the phage (Hoogenboom et 
al 1991). The binding to antigen of soluble scFvs in 
25 bacterial supernatant was detected with the mouse mAb 

9E10 (1 lig/ml), which recognises the C-terminal peptxde 
tag (Munro and Pelham, Cell 46- 291-300, 1986), and 
peroxidase-conjugated anti-mouse Fc antibody (Sigma), as 
described (Ward et al., 1989). Plates were coated with 
30 the antigens Fogl, TNFa, bovine thyroglobulin and rsCD4 
as described for immune tubes above, and with CEA at 
5mg/ml. A urine extract containing human polymorphic 
epithelial mucin (PEM) was used at a protein 
concentration of approximately lOmg/ml. 
35 The specificity of the isolated clones was checked 

by ELISA of the soluble scFv fragments using plates 
coated with various proteins. Plates were coated with 
the antigens Fog-1, TNFa, bovine thyroglobulin, rsCD4, 
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CEA and PEM as described above. ^ ^^^J^^^^ 
coated overnight at room ten^erature at a concentration 
of 1 mg/na in PBS (cytochrome c CSigma]> or in 50 mM 
NaHC03, PH 9.6 (bovine serum albumin, ^^^'""^^^^ 
5 lysozyme, hen-egg-white lyso^e, hen ovalbumin, keyhole 
limpet haemocyanin [CalBiochem J , chymotrypsinogen 
Chicken egg-white trypsin inhibitor [Sigma], chicken 
^ gXin coupled to 

Lid Clones found to give a positive ELISA signal 

10 were* screened by PGR and -fingerprinted' with the 
restriction enzyme BstNI as in (Marks et al. , ^^^l 
supra) to identify different clones. Examples ^^^^^^ 
with different restriction patterns were selected and 
the heavy and light chains sequenced using a Sequenase 

15 kit (USB) or using a Tag DyeDeoxy Terminator Cycle 
sequencing kit (Applied Biosystems) and an Applied 
Biosystems 373A DNA sequencer. 

sequenced clones were further analysed using the 
program MacVector 3.5 (IBI Kodak, New Haven, CT). The 

20 VH genes were compared to the 83 germline gene segm^ts 
present in the VH directory compiled by Tomlxnson et al^ 
(j.Mol.Biol. 227 776-798, 1992). VL genes were compared 
with 34 published kappa germline gene segments and 
published lambda gene segments. Regions of the V-genes 

25 encoded by PGR primers were not included in the 
analysis. 

Thr human ant-- H»^ Y f^aaments show high 

« p^etflcity - 7-^"°-^ ^^-if-antiqens 

^;;;7two to five rounds of selection, E.coli cells 

were infected with eluted phage and antibody ^^^^ments 
. produced by individual clones were screened for bxnding 
by ELISA. Phage selected with the 20 amino acxd MUCl 
peptide (Price et al., I990,supra), which corresponds to 
35 a repeated motif in human MUCl mucin (tumour-associated 
polymorphic epithelial mucin or PEM) (Gendler et al., 
1988, supra; Gum et al., 1990, supra), were screened for 
binding to human PEM and hence bind to both peptxde and 
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the protein. The V-genes of clones with binding 
activities were sequenced, and one clone identified for 
each antigen of CEA, PEM and rsCD4 (Table I). The 
appearance of only low numbers of clones binding to CEA, 
5 PEM and human recombinant soluble CD4 (rsCD4), even 

after several rounds of selection, may reflect the use 
of VCS-M13 (stratagene) as helper phage (instead of 
M13DgIII helper used for the other antigens). 
Populations of phage(mid) particles produced by rescue 

10 with M13DgIII (which cannot produce pIII) have higher 
average avidities than those produced by rescue with 
VCS-M13 (where the wild- type pIII encoded by the helper 
phage can compete with scFv-pIII fusions). 

The scFv fragments were then screened for binding 

15 to a panel of other protein antigens, and were found to 
be highly specific. This is illustrated in Fig. 2 with 
the single clones with binding activity to human CEA, 
MUCl and human rsCD4. See brief description of figure 2 
(supra) for key. 

20 Hence, antibody fragments directed against the 

human self antigens CEA and MUCl which are tumour 
markers) and rsCD4 can be derived from the same library 
and they all have a high specificity for antigen. 
Example 4 

25 Characterisation of antiself antibody fr agments by DNA 
sequencing and binding to antigen 

The antiself antibody fragments isolated in 
examples 1,2 and 3 were characterized by DNA sequencing 
and antigen -binding. 

30 

The antibody fragments are derived fro m a range of 
unmutated and somatically m utated V-genes 
. The sequences of several clones with 
self-specificity were determined as in example 3 and 
35 contain both kappa and lambda light chains (Table II). 
Comparison with the sequences of the nearest germ-line 
V-gene segments Indicates that several different 
families are used (VHl, 3, 4 and 5; Vkl and 4, Vll, 2 
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and 3). in a few cases the V-genes are completely 
germline, for eKample both the VH and VI genes of 
aThy-29. However, most of the V-genes have several 
differences from the nearest germline ^-sene segm^ts 
5 both at the nucleotide and amino-acid level (Table ID, 
suggesting that they are derived from somatically 
::Sted B^cells. some mutations may have arisen during 
the PGR amplification and assembly process, --"^^^ 
the VH-genes of aF0Gl-G8 and aM^Cl-1, and the VK-gene of 
10 aThy-33 probably arose from cross-overs between two 
V-genes during PGR amplification (Table II). 
Furthermore, large differences (for example the Vk of 
aF0Gl-H6 which differs by 36 nucleotides) may be due to 
the use of unknown V-gene segments. There is a strxking 
15 homology in the CDR3 of the heavy chain between aTNF-Al 
Z aT^-El: the germline V-genes are different but the 
same JH segments are used, and 11/16 residues of CDR3 
are identical. This suggests that both scFv f regents 
may bind to the same epitope of TNF. 

20 

v.^.y ^..nm^ts are dirented to different 

^P<i-r» pes on tb *^ «ame protein 

The scFv fragments directed against bovine 
thyroglobulin from example 2 were screened for binding 

25 to human thyroglobulin, which differs by only 6 single 
amino-acid residues in the protomer ^^^"^^^^'^^^^^ 
Lissitzky,S. (1987) Eur. J. Biochem. , ^^^'^^^r*'^- 
pour of the twelve -clones (including aThy-29) 
Human thyroglobulin, whereas the rest (including aThy-32 

30 and aThy.33) did not (data not shown). Likewise the 
fragments binding to the human antibody. Pog-1 were 
screened for binding to a range of other antlbodxes 
differing in heavy and light chain isotype (Fxg. 3). 
see brief description of Figure 3 for its k^y (-P">- 

35 The fragment aF0Gl-A4 bound to all heavy chaxn gl, 2 and 
3 isotypes, but not to g4 or m. By contrast, the 
fragments aF0Gl-H6 and aFGGl-A3 did not bind to any of 
the other antibodies, including those of the same 
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isotype as Fog-1, suggesting that they are directed to 
the variable domain of Fog-1. 

rha^aeterisation o f selected scFv fragments 
5 The following clones were chosen for large scale 

purification and further characterisation: aF0Gl-H6, 
aF0Gl-A3, aTNF-E7, and aThy-29. Colonies of the 
non-suppressor E. coli strain HB2151 harbouring the 
appropriate phagemid were used to inoculate 2 litres of 
10 2 X TY containing 100 pg ampicillin/ml and 0.1% glucose. 
The cultures were grown and induced (De Bellis.D. and 
Schwartz,!. (1990) Nucleic Acids Res., 18, 1311) and the 
tagged scFv fragments purified using the mAb 9E10 as in 
(Clackson et al., 1991. supra and W092/01047). 
15 The inhibition of 125I-Fog-l binding to human Rh D 

antigen by the affinity purified scFv fragments aF0Gl-H6 
and aF0Gl-A3 was essentially as performed earlier 
(Gorick,B.D., Thompson, K.M. , Melamed,M.D. and 
Hughes,J.N. (1988) Vox. Sang., 55, 165-170) with the 
20 following modifications. 0.0148 pg of 125I-F0G1 was 

pre-incubated with varying amounts of purified aF0Gl-H6 
or aF0Gl-A3 scFv fragments (0 - 16 pg) at 37 'C for 1.5 
hours, before adding 0.5 pi of R1R2 cells (or rr cells 
as control). The mixture was then incubated for a 
25 further 1.5 hours at 37°C with constant mixing, and 
finally cells separated from the supernatant. As a 
control, a titration was also performed with a purified 
SCFV fragment directed against turkey egg white lysozyme 
(aTEL9) (Marks et al., 1991, supra). 
30 Kinetic measurements were made using surface 

plasmon resonance (BIAcore, Pharmacia Biosensor AB) 
(jensson,U., Fagerstam, L. , Ivarsson,B., Lundh,K., 
Lafas,S., Persson,B., Roos,H., ROnnberg,!., 
Sjttlander,S., Stenberg,E., StShlberg,R. , Urbaniczky,C. , 
35 5stlin,H. and Malmqvist,M. (1991) BioTechniques . 11, 

620-627; J6nsson,U. and Malmqvist,M. (1992) In Tumer,A. 
(ed.). Real Time Biospecific Interaction. JAI Press 
Ltd., San Diego, Vol. 2, pp, 291-336). In order to 
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separate monooeric and multiineric species, the purified 
scEV fragments were concentrated by ultrafiltration and 
then fractionated on a calibrated Superdex 75 FPLC 
cxDlumn (Pharmacia) in PBS, 0.2 mM EDTA. Gel filtration 
was monitored both by the absorbance at 280 nm and 
on-line to BIAcore with immobilised antigen on the 
sensor chip (Johnsson et al., 1991). 

Kinetic experiments were performed in two different 
configurations. First, to analyse the binding of 
soluble scFv, the different antigens were covalently 
ijninobilised on the sensor chip (in the case of mAb- 
Fog-1, the antibody was also immobilised via a mouse 
anti-human kappa light chain mAb using a sensor chip 
coated with rabbit anti-mouse IgGl). Second, to analyse 
the binding of the soluble mAb FOG-1, the aF061-H6 scFv 
v«s immobilised on the chip surface. 

The antigens were coupled to the CM5 sensor chip 
. through their amine groups using the Amine Coupling Kit 
(Pharmacia Biosensor ab){ Johnsson, B. , L5fas,S. and 
Lindgvist,G. (1991) Anal. Biochem., 198, 268-277). The 
antigens were diluted in 10 «M acetate buffer pH 5.0 to 
approx. 25 pg/ml, and 3805 resonance units (RU) of TNF, 
6249 RU of human thyroglobulin, and 5279 RU of FOGl were 
immobilised. For the biospecific presentation of Fog-1, 
affinity purified rabbit anti-mouse igGl (Pharmacia 
Biosensor AB) was coupled to the surface followed by a 
mouse mAb anti-human kappa (2300 RU) and then Fog-1 
(2050 RU). AS binding of the rabbit anti-mouse IgGl to 
the mouse mAb was reversible by 10 mM Hd the complex 
was rebuilt for each analytical cycle. ScFv anti-Fog-1 
was coupled to the CMS surface to 1538 RU. All 
determinations were performed at 25-C in PBS, 0.2 mM 
EDTA 0.05% BIAcore surfactant P20 with a constant 
flowlrate of 10 ul/min. and an injected volume sample of 
35 pi. It was not necessary to regenerate the antigen 
as the scFv fragments rapidly dissociate, with the 
exception of the biospecific presentation of antigen via 
rabbit anti-mouse IgGl which was regenerated with 10 mM 
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HCl for 3 min. 

Analyses of scFV monomer were performed in the 
concentration range 100-500 nM, and dimers in the range 
40-200 nM except for the biospecifically presented Fog-1 
5 where the concentration of dimeric scFv was 0.25-1.26 
VM. Fog-1 was analysed on the aF0Gl-H6 scFv surface in 
the concentration range 10-200 nM. All concentrations 
were calculated from U.V. absorption at 280nm (assuming 
that 0.7 mg/ml scFv gives an A280 =• 1 [Mach,H., 

10 Middaugh,C-R. and Lewis, R.V. (1992) Anal. Biochem., 200, 
74-80], and that Mr of a scFv monomer is 30 kD and of a 
dimer is 60 kD). No correction was made for the 
fraction of active protein, and therefore the on-rates 
are an underestimate. The kinetic evaluation of data 

15 was performed according to (Karlsson,R. , Michaelsson,A. 
and Mattsson,L. (1991) J. Immunol. Methods, 145, 
229-240) and evaluated on the program Origin 1.1 
' (Mlcrocal inc., Northampton, Mass., USA). 

20 Two of the antibody fragments are di rected against 
idiotopes of human mAb Fog-1 

The binding of 125I-Fog-l antibody to human red 
blood cells bearing the Rh D antigen could be inhibited 
by both aF061-H6 and aF0Gl-A3 scFv fragments. Hence, 

25 both aF0Gl-H6 and aF0Gl-A3 are site-associated 
anti-idiotype antibodies, complexing with the 
antigen-binding site of Fog-1. The extent of inhibition 
of 125I-Fog-l binding to the Rh D antigen (on human R1R2 
red blood cells) was determined by titration with 

30 affinity purified aF0Gl-H6 and aF0Gl-A3 scFv fragments. 
(As control, no inhibition of 125I-Fog-l binding was 
observed using a scFv fragment (aTEL9) (Marks et al., 
1991, supra) directed against turkey egg white 
lysozyme). With the maximum of 16 pg scFv (1000 fold 

35 molar excess to 125I-Fog-l), the binding was inhibited 
by 14.2% (aF0Gl-H6) and 20.9% (aF0Gl-A3), suggesting 
that 1:he affinities of these fragments for Fog-1 are 
much lower than the affinity of Fog-1 for the Rh D 
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= 2 2 K 109 M-1) which binds monovalently 
antigen (Ka = 2.2 k lu fragments 
(Gorick et al., 1988, supra). If 100% of tne a 
L active, .he affinities of the two f^g^ents or 
binding to Fog-l could be estimated as Ka = 3 x ^ M 
for aF0Gl-H6 and 6 x 105 M"! for aFOGl-AS and ^s - 
^Insistent with other Kinetic measurements (see below 
and Table III)- 



THft scFv frac 

" '^u.le antibody fra^« puriflea .rem 

bacterial supematants by af f ^ 
binding o£ the c-ter^ PePt«e tag to «« -Ab 9B10. 
After ultrafiltration, the frag«ent. were further 
.5 ^ ied hy FPt^ gel filtration (Pharmacia, on Superde. 
75 (Phaxnacia). and detected on-line hoth by UV 
absorption (280 vm) and by binding to antigen 
rinsed on a sensor chip in BIAcore <^har^a 
Biosensor AB). This showed that the scFv fragnents 
,0 ^^d in tio pea.s. corresponding in 

anddi»ers. The dimers bind more strongly to th. 
i^obilised antigen th». due to thexr ,r«t.r 

^aity Of binding. The scFv dimers run as »ono|^s on 
:rr2ucing SDS gels, and are therefore not linKed by 
aisulphide bonds. As two peeks are seen in 
g.l-£lltr.tion. It appears that in this case the 
Lno-ers and di«ers do not interconvert "l^' 
^esu-ably the diners are scFv fragments ^^-^^^ 
trough the flexible linKer doinlng the heavy and Ixght 
lain!, or with the heavy chain of one scFv -ol«=^« 

With the light Chain Of the ^^'J^^ 
that antibody Fab fragnents «de in bacteria can also 
multinerize (unpublished data). 

35 The - "^ ^r..o.ents »- ^.^lar affinities 

- Z pre^nce of both scFv .oncmers and di»ers could 
lead to an overestimate of affinity of binding usxng 
^Sd phase methods. To determine the affinity and 
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10 



kinetics of binding of scFv fragments to the antigen 
coated chip using surface plasmon resonance, we 
therefore purified the fragments by gel filtration 
(Table III). For the dimers, the off-rate constants were 
determined as about lO'^ s'^ and the on-rate constants 
for the SCFV dimers as about 105-106 M'l s"! (assuming 
the sample is completely active). In the case of 
aF0Gl-H6, the antigen (the mAb Fog-1) was immobilised on 
the sensor chip in two ways, either directly or via a 
rabbit anti-mouse IgGl antibody. The results were almost 
identical by either method (see Table III). However the 
active fraction of scFv fragments varies considerably 
and could lead to an underestimate of the on-rate (and 
affinity of binding); for example using fluorescence 
15 quench titration with several scFv fragments directed 
against phenyloxazolone we detected only 0.06 to 0.38 
functional binding sites per scFv molecule (unpublished 
data), indeed the on-rate constants calculated for the 
association of the aFOGl-H6 fragment and Fog-1 antibody 
20 depend on whether the antibody (kon 2.2 x IQS M" s" ) 
or SCFV fragment (k^n 1.0 x 10^ M"! s"!) is immobilised 
on the sensor chip (Table III), indicating that the 
aF0Gl-H6 fragment is less active than the Fog-1 
antibody. For the scFv monomers, the binding signals 
25 were low and it was difficult to follow the kinetics of 
binding to the surface, except for the dissociation of 
the aThy-29 monomer (k^ff = 2 x 10-2 ^-l). However, the 
four fold stabilisation of the aThy-29 fragment dimer 
(see below), suggests that the off-rate constants of the 
30 other monomers are >10-2 s'^, perhaps 10"! s' . 

The greater stability of the scFv dimers on the 
sensor chip, compared to monomers, indicates that the 
dimers are bivalent. The scFv dimers are therefore 
analogous to the two heads of the antibody igG (but with 
35 different spacing between the heads), and their binding 
avidities were estimated as about lO^ M"! from kon/koff 
(Table III). The affinities of the monomers must be 
lower by virtue of their faster dissociation from the 
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s«rfa=e^ For the aThy-29 monomer, «.a as^mln, that the 
o„-rate constant is the same as for the aimer 
:„ason,D.W. ana wiliiams.A.F. (1986, '^'^^^ 
Ltibodr Reactions and the Analysis of Cell Surface 
5 ^tige^. Blackwell scientific. Oxford, we can 
5 AnT:iget«>- ^w^,,^. q ^ 10^ M"^- These 

— -rir fTth! Lte <»^^^«^r:r 
irm::j::Ts==es^r«r^ 

.0 techni^es. For example the affini^ of "^^^^^ 
^™n.er scF, fragment aTSL9 " "^"^^3^ 

library) was estimated as 3.9 « " " " ^ ^ j 
plssmcn resonance (Tabl. Ill), and as 1.2 x 10 M 

15 fluorascenc. <,uench (««*. et I- f^""';^,^. 
The affinities of antibodies Isolated are typxcal 

Of antibodi-. from the mouse primary "--y^PT^; 
(Poof J. and Milstein.C. (1991) Mature, 352, 
rr^etics Of association Of --^^-^10 
20 the protein self-antigens (IflS to 10 M" s ) 
typical of previously characterised »b-protein 
I^i^ions. However the .anetics of dissociation 
fio-2 s-M are relatively fast for M.-protein 
InL^tils (but both rate, are slow compared to m».y 

2S Ab-hapten ~^'>^';^rat:iSvira^m^ts wi«> such 
surprising that we can isolate scfv s „„„„„i_. 
^ Off-rates, as on. would not expect a --""^ 
^ «, be retained on the solid support during 
LLng. However. scFv fragments are "splayed 
30 multivalently on the phage, especiaU^ ^ ^ ^ 
M13DgIII helper phage, and some of the scFvs which 
to form dlmers in solution, may also form - 
!Le. The multivalent interactions with antrgen help 
the phage, allowing the encoded scFv phage to be 



oo-^lnatorlal V-gene 
^ the mB» of immunised animals are enriched for 

Zt Chain V-genes encoding part of an antigen 
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binding site and this facilitates the isolation of 
antigen-binding fragments using phage technology, 
although the combinations of V-genes of each 
B-lymphocyte appear to be largely destroyed. Antigen 
5 binding sites can also be generated de novo by the 
random combination of chains, as illustrated by the 
isolation of scFV fragments against foreign antigens 
from unimmunised htanan donors (Marks et al., 1991, 
supra ) . 

10 "Natural autoantibodies", self-reactive antibodies 

isolated from healthy donors tend to be of low affinity 
and polyspecif ic and may well be produced by a discrete 
subset of B-cells, the internal activity set 
(Holmberg,D. and Coutinho,A. (1985) Immunol. Today, 6, 

15 356-357), contributed in part by CD5+ B-cells (Casali,P. 
and Notkins,A.L. (1989) Annu. Rev. Immunol-, 1. 
513-535). In contrast, the anti-self scFv fragments we 
have made are highly specific in binding to antigen 
despite only having micromolar affinities. This is 

20 surprising and valuable finding. Their affinities could 
presumably be improved in vitro, for example, the 
affinity of an scFv fragment for the hapten 
phenyloxazolone derived from the phage library (and, 
like the anti-self antibodies described here, with a 

25 relatively fast off-rate) was improved from Ka = 3.1 x 

10^ to 9.1 X 108 M-1 by chain shuffling (WO92/01047; 

Marks et al., 1992b, Biotechnology 10, 779-783, 1992). 
This would allow the creation of highly specific, high 
affinity human antibodies directed against self-antigens 

30 for use in h\iman therapy. 

Example 5; 

Creation of a Synthetic Library 

By display of antibody repertoires on the surface 
35 of filamentous phage and selection of the phage with 
antigen^, we can mimic immune selection 2,3 and make 
human antibodies from the rearranged V-genes of 
unimmunised donors^. Human antibodies have now been 
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A 



„ade by synthesis fron. defined V-gene -^^^^ 
repertoire of 49 hun.an germ line V„ gene segments 
rearranged in vitro by joining to a synthetic D- 
segn^ent- of five random amino acid residues and a J- 
5 segn^eni:, to create a synthetic third complementarity 
determining region (CDR) of eight: residues. The 
rearranged Vh genes were cloned with a human Vlambd^S 
light Chain as single-chain Fv fragments for phage 
display. The library of 10^ phages was panned wx«^ a 
0 S^ten 2-phenyl-o.azol-5.one (phOx, conjugate tobovine 
albumin (BSA), and phage isolated that encoded 
fragments with specific binding activity to phOx-BSA, 
and with affinities to phOx-gamma-aminobutyric acid 
(phOx-GABA) in the micromolar range. ^-P^^^^" °^ 
L5 twenty one clones with unique sequences showed that the 
in vitro -immune response" to the hapten was largely 
;^;;i;;ed to the V„26 segment (Vh3 family)^ with an 
i^iant aromatic residue iTyr, Phe, Trp) at residue 98 
of CDR3. The use of V-genes rearranged in vitro may 
20 allow the design of antibody libraries biased towards 
the binding of antigens of known structure, and the 
creation of therapeutic human antibodies with reduced 

immunogenicity- . »,«-.^ 

Antibody variable domains consist of a p-sheet 

25 framework with three loops of hypervariable sequence or 
CDRsS. The loops create antigen binding sites of a 
variety of shapes, ranging from flat surfaces to 
pocketsS. For human heavy chains, the sequence 
diversity of the first two CDRs are encoded by a 

30 repertoire of about fifty germ line Vh segments. U_M. 
ToLnson et al., supra). The third COR is genera^d 

from the recombination of these segments with about 
thirty D and six J segments^, and although its sequence 
is S-y variable, it often includes a s^^^'^^^^^ 
35 AsplOl of the loop to Arg94 of the framework . The 

structures and lengths of the first two CDRs are 
restrictedlO'll, but: those of CDRS differ' greatly, wxth 
lengths ranging from 4 to 25 residues^. 
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A library was created of rearranged Vh genes with a 
CDR3 of eight residues including AsplOl, in combination 
with a single Vlambda {ref.l2) light chain. Forty nine 
germ line Vh segments encoding most of the human Vh 
repertoire (Tomlinson et al., supra) were each amplified 
using the polymerase chain reaction^^ and 
oligonucleotide primers that introduce a synthetic D- 
segment (of 15 bases of random sequence at the 3' end of 
the Vh segment) and a J-segment, together encoding a 
CDR3 loop of eight residues (Fig.4). The rearranged 
segments were pooled and cloned for phage display with a 
human VlambdaS light chain, creating a synthetic library 
of 10'7 phage clones. Like the immune system, the 
synthetic library of 10*7 phage clones can tap only a 
15 small fraction of the potential diversity. Thus the 

diversity is potentially 49 x 325 = 1.6 x lo? different 
nucleotide sequences, or 49 x 20^ = 1.6 x 10^ different 
amino acid sequences. 

The library was subjected to four rounds of growth 
20 and panning on phOx-bovine serum albumin (BSA) coated 

tubes, and clones screened as soluble^* single chain Fv 
fragments^S'^^ for binding activity to phOx-BSA by 
ELISA*. After the third and fourth rounds, 14/96 and 
61/96 clones respectively were identified with binding 
25 activities to phOx-BSA and of these (29 tested) none 
bound to other proteins (see legend Table B), 
Furthermore their binding to phOx-BSA coated plates 
could be competed with the soluble hapten (Table B). 

Sequencing revealed that many (21/29) of the phOx 
binders were unique, with an eight residue CDR3, and 
utilised either a segment from the Vh4 family, or one of 
three segments from the VrS family (Table B). Together 
these segments use three of the seven "canonical" folds 
available to the first two hypervariable loops of human 
Vh segments. (C. Chothia, et al., supra). The majority 
of the unique clones (16/21) were derived from the VH26 
segment^ and have related sequences in the third 
hypervariable loop: in this group the first residue 
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tends to have a branched aliphatic side chain (15/16), 
the second residue tends to be lysine or arginine 
(11/16), while the fourth residue is always an aromatic 
residue (most frequently tyrosine). 
5 The affinities (Kfl) of two of the stronger binders 

(OX 13 and Ox-31, Table B) for phOx-GABA were determined 
by fluorescence quench titration!? 3.I ± 0.2 pM and 
6 7 + 0.7 jiM respectively. Although the synthetic 
a^ti^ody library lacks the diverse VH-CDR3 lengths and 

10 the different light chains of antibodies made in vivo. 
the affinities for phOx-GABA compare with 0.5 pM for a 
(phage) antibody made from unimmunised human donors , or 
IpM for several hybridomas from a mouse primary immune 
responselB (but see caveat. Table A legend). To improve 

15 these affinities, one could systematically alter (see 
below) the many different phOx antibodies selected 
(Table A). 

in principle, the use of phage display libraries of 
V-genes rearranged in vitro offers an attractive 

20 alternative to those rearranged in vivo^. Firstly the 
framework regions and first two hypervariable loops of 
both heavy and light chains of the synthetic human 
antibodies created from the library are essentially germ 
line. This contrasts with the "primary" phage 

25 antibodies tapped from human V-genes rearranged in vivo , 
in which the extent of somatic mutation varied widely . 
Leaving aside polymorphism, the VH gene segments are 
identical in different individuals, and the synthetic 
antibodies are potentially less immunogenic. By 

30 altering the lengths and sequences of the heavy and 
light chain CDR3 loops, or by localising the minimal 
mutations in the other CDR Ibops, or by shuffling with 
synthetic "germ line" light chainsl'-^O, it may be 
possible to improve their affinities while retaining 

35 their germ line character. 

Secondly both kinds of libraries are highly biased, 
in the "natural" libraries, the bias is outside our 
control, and is imposed for example by allelic 
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variation, deletion polymorphism and deletion of self- 
reactive clones. In the synthetic library, the bias can 
be introduced systematically. Here for example, all the 
VH-gene segments, were chosen and thereby the folding of 
5 the first and second hypervariable loops: also fixed 
were the length and diversity of VH-CDR3 and the light 
chain. Although several ways of making diverse 
synthetic libraries have been suggested^, it should also 
be possible to incorporate design principles into the 
10 encoded structures. If the shape of the antigen were 
knotm, an envelope of roughly complementary binding 
sites might be designed and built with defined V-gene 
elements. Use of such "designer" libraries would favour 
the isolation of antibodies with higher affinities. 

15 

Table' A 



20 



30 



35 



Family 


No. of 
genes 


VH segments* 


Library 
X 10-6 


size 
(%) 


VhI 


14 


1-5,7,8,10,12, 
14,15,20,21,25 


2.3 


(20) 


Vh2 


1 


27 


1.0 


(9) 


Vh3 


23 


29-33,35,38-40, 
42,44-54,58,59 


2.1 


(19) 


Vh4 - 


9 


63-71 


2.6 


(23) 


VhS 


1 


73 


1.4 


(12) 


Vh6 


1 


74 


1.9 


(17) 


Total: 


49 




11.3 


(100) 



*for simplicity segments are listed according to 
DP nomenclature of Tomlinson et al., supra. 
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^ hu«n Vh segnents (Tortinson et al 

„H one for Mch of the 9„2. V„5 and VhS 
supra) were used, one for ea -ther three 

,ene fa-iUes and multiple segments °^ 
f^nllles. and cloned according to family. /^""'^ 
the VH segments of each f amUy were checlced for presence 
TiSert^on a«rage 85%) and pooled "^'^ 
large library as in Table B. creating a ioontroU^) 

for certain gene families. The «9ments from the 
V.2 v«5. Vh6 families are thereby "overrepresented 
It. ^ to the segments fro» other families- 

<L of thirty five clones from the unselected 
^Z^^^^ VH ..Oments from each family were 
pres^. »«> that the nucleotides were present .n the 
^«e^ ratios in the D-segment. but with a slrght b.as 

the first and second position of each codon. 
» 21 3%- G 17.9%; C33.7% and T. 27.1%; at the third 

' ' « and T 57.4%). The eapresston level, 

oositlon, G, 42.6% ana t, „j „ 

Of the antibody fragments were also cheCced, and V„ 

-tH^ntified in clones with detectable 
segments were identxfxed c 

expression levels, for example VhI (DP 7), Vh I 

Vh3 (DP-29,35,38,44,47,51,53), Vh4 (DP.63,69), V„5 (DP 

73) and Vh6 (DP-74). 



30 



35 



Clone, were cheCed for presence of ^er^by 
.pc«-.creening-" with oligonucleotides and pH»^ 

SEO (ref.4, and .e^enced from double-stra»5ed DH* by 
♦he dideow chain termination method^z ^a, 
rC'l'tide .IHKSHO (5-CG. TCC GCC *CC 0^ - 

^ 4^ 4.ho ^Ables are corrected for 
Qt) (The numbers in the taoxes oj-t* 

in»rt,. E:cpre.sion of «.luble .cFv ^^^ "^ 

chedced by spotting lOMl .upematant of ^■>^--^ 

J « HB2151 (ref.l4) onto a 

rr:un::t:: iiT; :to.-biot de^ce ,«inifoid 

;i Ichleicher and Schuell), and detecting the bound 
^ptide-tagged scFv fragments with 9E10 antibody" end 
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peroxidase labelled anti-mouse antibodies (Sigma)- 



Table B 



Clone Family 



Ox-31 

Ox- 15 
Ox-18 

Ox-33 

Ox-13 

Ox-9 

Ox- 7 

Ox-30 

Ox-12 

Ox- 5 

Ox-3 

Ox-20 

Ox-21 

Ox-4 

Ox-10 

OX- 14 

Ox- 19 

Ox- 2 5 

Ox-27 

Ox-2§ 
Ox-1 



Germline 
gene* 



Vh3 



Vu3 



Vh3 



Vh4 



Canonical Loop 
structure* 



DP-42 
DP-45 

n 

DP-47 



1-1 
1-1 

n 

1-3 



DP- 67 



2-1 



^50 



0 



26 

>300 
>300 

20 

50 

80 

86 

86 

86 

100 

125 

125 

125 

130 

150 

180 

250 

>400 

>400 
>400 



* Tomlinson et al.. supra, Chothia et al., supra. 

* in |iM, according to competition ELISA with 
phOx-GABA. 

§ Shows V67A mutation in FR3. 
IT Not determined. 
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library 

P.,,e were prep^ea tr^ the Ubraxy by rescue «ith VCS- 
5 M13 ^ su.,jected to rou^ls of pannxng - "^"-^ 
coaUd tubes as in ref.4. The sequences of 21 phage 

n:«ng to phOx revealea four ger« J™ !^ ; 
42.45.47 ,VH3 family) and DP-67 '^H* fa^:.)- -'JJ- 
iaentical to VH26 (ref.6. corrected in 
,0 OP-42. 0P-4S and DP-67 onXy dif far « ^ f ^^^^^ 
framework residues fr«. B-IB (ref.25), 65 2 (re 
TO4.22 (ref.27) respectively. Clones from the 
unselected library using the DP47 V„ ^l^^'^^ 
the characteristic pattern of a>«3 did "1 «S! 
IS Of the 21 phOx binder, tested, none bound to ^SA^ 
BS^. Plastic, chvmotrypsinogen A. cyto^ c^^i- 
t^yroglobulln. keyhole limpet haemocyanin "Tj^ ^ 
^^lysozyme. Four clones that bound to BSA but net 
rSokfw^ found to be contaminants clones. 



20 from ref.4). 



in ref .4. The relative aff-"- - ^ T 
f regents were determined by 
25 serial dilution of 4-gamma-amino-butyrio acid me y 
" rj;enyl-o,arol.5-one ,phO.-OABA,. with 

^ « A ^-n 400uM was made m 4% Marvex ^^^^ 
ranaing from 6 to ^uu^iw/ wa nunA 
rangixiy concentration of phOx-GABA 

t..:::t:Ts::^^ - th. signal - 

c-myc tag (ref.4). Ideaixy, directly or that 

BSA conjugate would have been measured ^^^^^^ 
35 for phOK-caproic acid, but phOx-GABA was used here to 

allow comparison with the hybridoma data of ref .18 The 

^!Lties of the antibodies for the phOK conjugate or 
:rrTnrca:Lc a^d are llKely to be better than those 
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measured for phOx-GABA. 

^„^„^, . _ cK»^« t.h« ass— •■y ^o^^ranoed VH genes 
(see text) 

5 

"^synthetic ollgonucleotiae SVNLIBX <see Table IV, 
,„«oducea a D-sa,«en. with , five "»">»/«^°^_^"^^^ 

10 to the 3- end Of each of 49 hu«e„ V„ germlxne .e^s 
(To-linson et al.. supra,. The pri-er waa used in the 
polymerase chain r.«=tion" «ith a V„ family based back 
prlMra (VHBACK, Incorporating an Ncol site , 
HuVHlBackSfl to HuVH6BackS£i. Each v„ segment clone 
IS (provld«J as Single stranded template in M13 vector) was 
l^llfied separately at 94-c for 1 min, 50-C for 1 mm. 
and 72-C for 1.5 min, for 25 cycles, on a PKC-3 
««,^^ler (Techne). Each amplification was ch«*ed 
by electrophoresis on agarose gel. and similar amounts 
20 of DNA from Vh segments of the same family "ere pool^. 
digested with Ncol and Xhol. and cloned into the vector 
PHENI (re£.14) carrying a rearranged vlambdaS Ught 
chain variable domain (IGLV3S1; re£.l2, taken from a 
soFv fragment binding to bsa*. 
25 If instead of a random oligonucleotide, an 

ougonucleotlde encoding a CDS, eg from a rodent were 
used, this would imprint that non-human CDR on the 
product synthetic human library. 
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Example 6 _ 
7ZZ:::Z of antibody fragments specificjor.^ 
factor-a froHLg^^egLl^SeJ^^ 

^^clone encoding an antibody fragment specific for 
tumour necrosis factor-a was isolated from a germ line 
human synthetic library. This library was P-P«^^^^ 
aescribS in example 5, except that the oligonucleotide 
SYNLIB2 was used in place of SYNLIBl, so that a 5 amino 
acid V„ CDR3 was generated. The library was panned 
against tumour necrosis factor-a, as described in 
example 1 for the library derived from unimmunxsed 
humans. After four rounds of panning a P^^^^ 
(and corresponding soluble fragment) was isolated with 
binding activity to TNF. The V„ region of the scFv 
fragment (aTNF-lO) was derived from the VH segment DP-45 
(Tomlinson et al, 1992, supra). The hapten binding 
Clones aNIP-6, aNIP-12, aOx-15 and aOx-18 are also 
derived from this segment, although each of these 
20 fragments were nevertheless specific for binding to 

hapL or TNF. This indicates that antigen binding sites 
With entirely different specificities can be created on 
the same antibody framework by substitution of CDR3 
alone. Binding to non-specific antigens was assessed by 
25 ELISA as described in example 1 - 
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une toimnn -p^^h'tic i.m 1 

^ line J^"^ jTL-alagous »an„« " 

"ag^n. library "^^^^^^^ ^ xine VH 

^« and 3na 12 amino adds. » single 

CDR3 regions of * ' ^ provided. This 

'^J'-S^^ ------ 

— rgitir:^ t^t.^^^--:^ « ai. 

„91 supra, as In E«»ple 5, «ere ^'^^^'^^^.^^d 
Oligonucleotides » Introduce „ . 

COPS varying -.-^JTe^ - 

. first PCR-reaction, each gen vHlBACKSfi to 

fs^. -^--^ r.r«o:Uo«V, at tne 

VH6BACKS£l; Marks et »!. •> ^he 

5. end. and, annulling at the - _ g^^BU (Table 

oxl^onucleotides of the -"^^ 

The PO, :;^t::Us per 50 ul reaction 

appropriate pair of oligcnu (nh4)2S04, 

"trTpHrr: ^VcX "o„/.i a„d i^i .x 

20irM TrlsHCl (pH8.8). ^ The template »as 

^t) of Tag DH* polymerase <'="->;^^ . „13 

ipl of a bacterial stock of i^^^ , ,ene. 

phage clone encoding the aPProPri«« ^ ^ 
.ha amplification cycle -as '*^C for 

^ and 72-C for 1.5 — " of ™SAL 

3ame VHB^ ol^onuc ao^de -d^ 
„^,e IV. was added ^ at the 3" end of 

reSSlng that a band Of the 

appropriate si.e -a^ ^ ^ "l -.li-cation' 

iT::rr:am:'iix3W -lected. cut 
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10 



„ith NCOI and sail, ana cloned into Nsl^-cut pHENl- 
V 3 i^;:^ containing cloned 1GLV3S1) as ^" ^""^^^^^ 
X„ tils way. 9 libraries .each with one particular CDR3 
length) -ere i«de. each containing between 5 x 10 and 5 
X lO' clones. 

S election 

was prepared from the nine different 

-KK urQ.M13 as described in Example 
libraries by rescue with VCS-M13 as aes 

3 Phage from the nine individual libraries was mxxed 
to give one large library and subjected to panning on 
one of each of 2 antigens: Immunosorp tubes were coated 
with 0AK3 (human anti-Rhesus D antibody, 19^3 k) 
overnight in carbonate buffer (0.1 M NaHCOa, pH 9.6 at 
Z or human thyroglobulin (coated at lOO.g/ml xn 

PBS), selections were performed as in Example 3. 

^^^^iSf A was performed as described in Hoogenboom et 
20 al, 1991 supra. ELISA plates were coated overnight with 
0AK3 at lOOpg/ml in PBS at room temperature or with 
human thyroglobulin at lOOpg/ml at room temperature. 



15 



25 



30 



35 



^Jter four rounds of selection on 0AK3-coated 

tubes, eluted phage was used to infect HB2151, and 
soluble scFv fragments analysed for ^'^^'^^ J^J^ 
59/96 Clones were scored positive in the 0AK3 ELISA. 

The germ line human synthetic library was also 
subjected to: 5 rounds of selection on human 
thyroglobulin coated tubes, 80/96 clones were found to 
be positive in a phage ELISA of individual clones 

rescued with VCS-M13. 

TWO of each of the positive clones were analysed in 
ElISA for binding against a range of antigens (OAKS 
human thyroglobulin. phO«-BSA, NIP-BSA. BSA, ovalbumin. 
chy«otrypsinogen-A. streptavidin. cytochrome c KLH. 
J^ey egg-white lyso.yme). The two OAK-3-binding 
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fragments displayed on phage) both gave s g 

, c hiaher than backgrouna xn 

5 approKl-atel^r 5-£old high ^ 

^ selected. By hybr ,^5,,,^ 

™e„t of llll^r Clones Identified 
rhi-orrv^rrir^-len^o-ch Clone 

"Ttl'S^K^t^ r^le XV,. and 

,S the t«o OMCS-hlndln, 'J^ ^^^^^.^ ..ndln, 

acid residues, while the xnyruy 
rTestL use a C0.3 length o. 10 .endues 

Hence, antibody scFv '^^^^^l^^^^^ ^ 
clonal antibody and a human self antxgen have 
monoclonal anrxoo y synthetic library. 

20 isolated from a human germ Ixne syntn 
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.racnnents tripoerin. theactivi. 



of tthft interle "icln>l receptor 

The library of single chain Fv fragments derived 

5 from an uninuuunised human that was described in Example 
1 is used to select antibodies which will trigger the 
activity of the interleukin-1 receptor. Antibody 
fragments are first isolated which bind ^'^^ ^^''^^ 
external domain of the interleukin-l receptor (IL-IR) of 
10 T cells. Antibody clones that are thus identified are 
■ then analysed in assays for interleukin-1 type 

biological activity. The IL-IR on murine and human T 
cells is a highly homologous 80kD cell surface 
glycoprotein which binds both interleukin-la and 
15 interleukin-ip. A cDNA clone encoding the N ^^^^-^ 
316 amino acids of the murine receptor external domain 
has been expressed in HeLa cells (S.K. Dower et al. J. 
Immunol. 142 4314-4320 1989). The soluble ILl-R 
molecule thus expressed has been purified and shows 
20 binding properties indistinguishable from the full 

length IL-lR molecule, a complex being formed between a 
single soluble ILl-R molecule and IL-l. This soluble 
receptor molecule binds to human interleukin-1. The 
human T cell interleukin 1 receptor has been cloned and 
25 sequenced by a.E. Sims et al (Proc. Natl. Acad. Sex USA 
86 8946-8950, 1989). The soluble external domaxn of the 
human ILl receptor, amino acids 1 to 316, is expressed 
in HeLa cells and purified as described for the murine 
receptor. 

30 The rescued unimmunised human library is first 

selected against the recombinant human soluble IL-I 
receptor, corresponding to the external domain of the 
IL-l receptor. Immunotubes are coated with the soluble 
IL-l receptor as described in Example 1 at lOpg/ml and 

*„^ofJ as described in Example 1 for a 

35 panning is performed as aescriotsu 

total of four rounds of affinity selection. 

Clones binding to soluble IL-l receptor are 

characterised by ELISA using microtitre plates coated 
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with recombinant soluble IL-1 receptor at lOug/nil as 
described for TNF-a in Example 3. Antibody fragments 
Showing Significant ELISA signals with soluble lL-1 
receptor but not with non-specific antigens are then 
5 chosen for further study. 

Antibody clones isolated in this way are then 
expressed as soluble scFv fragments in and 
^ified as described in Example 4 by mAb 9E10 af fini^ 
Lromatography. Binding to human receptors is ^sessed 
using binding of 125i.iabelled antibody • fragment to 
human fibroblast cell line TIG-1 expressing the 
i^erleulcin-l receptor basically as described by T.TaKxx 
et al (Eur. J. Immunol. 22 1221-1227 1992) for 
determining the affinity of ^^Sx-xLla for the receptor 
on these cell lines. The purified antibody fragments 
that show receptor binding are used in a biological 
screening assay using human epithelial cells examine 
them for stimulation of synthesis of prostacyclxn (PGI2) 
and platelet activating factor (PAF) as described by E. 
Dejana et al (Blood 69 695-699, 1987). These si^f^ 
will identify antibody fragments which have an antiself 
specificity against 

IL-1 receptor which triggers receptor activity. The 
activity can be quantified relative to human 
interleukin-la using a standard bioassay for IL-la for 
example proliferation of the DlOS helper T cell l^e 
using 3H-thymidine incorporation (S.F. Orencole and C.A. 
Dinarello Cytokine 1 14-22 1989) or a conversion ■ 
proliferation assay as described by A.J. Gearing et al 
(J. Immunol. Methods 99 7-11, 1987). 
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Table I Frequency of binding clones isolated from the 
unimmunised scFv library afte r selection 



Antigen 



Rounds of selection 



No. of 

unique 
clones 



Thyroglobulin 
( bovine ) 

Thyroglobulin 

( human ) : selected 

on bovine 

Fogl (human IgGl, 
k antibody) 

TNFa (human) 

CEA (human) 

MUCl (human): 
selected with 
peptide 

rsCD4 (human) 



18/40 



10/40 



122/1920 83/192 
0/96 



94/96 
92/96 
1/96 2/96 



0/96 



2/96 
8/96 



12 



4 

7 
1 

1 
1 



The ratios indicate the frequency of binding clones after each 
round of selection. Phagemids were rescued with M13DgIII 
helper phage, except for the CEA, MUCl and rsCD4 selections, 
where VCS-M13 helper phage was used. 
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scFv 



Family 



Gennllne 
gene of 
closest 
nucleotide 
sequence 



Differences from germline 



Nucleotide Amino-acid 



HEAVY CHAINS 

oThy-23 
aThy-29 
oThy-32 
aThy-33 

aF0Gl-A3 
aF0Gl-A4 
aF0Gl-H6 
aF0Gl-G8*' 



OTNF-Al 
OTNF-El 
aTNF-E7 
aTNF-H9Gl 

aCEA4-8A 
OMUCI-I^' 



aCD4-74 



VII3 
VHl 
VH3 
VH3 

VH3 
VH3 
VH3 
VH4 
VHS 



VH3 
VH3 
VHl 
VHl 

VHl 
VHl 

VHl 
VHS 



DP-47 
DP-14 
DP-31 
DP-49 

DP- 54 

DP-46 

DP-51 

DP-63(FR1) 

DP-73(CDR1 

to FR3) 

DP- 50 
DP-46 
DP- 10 
DP-4 

DP-14 

VI -2 (FRl 

to CDR2) 
DP-25(FR3) 
DP-73 



13 
0 
5 

32 

7 
7 

10 
2 

15 



9 
14 
0 
1 

1 
2 

0 
13 



8 
0 
2 
19 

3 
7 
4 
0 
7 



6 
6 
0 
1 

0 
0 

0 
8 



LIGHT CaiAINS 

aThy-23 
aThy-29 
aThy-32 
aThy-33*' 



aF0Gl-A3 
aF0Gl-A4 
aF061-H6 
aF061-68 



Vkl 

V 3 

V 1 
Vkl 
Vlc4 

V 2 
Vkl 
Vkl 
Vkl 



L8 20 
IGLV3S1 0 
IGLV1S2 1 
L12(FR1 & CDRl) 6 
B3(FR2 to FR3) 5 



VL2.1 
04 
L5 
L8 



16 
25 
36 
27 



9 
0 
1 
3 
5 

9 
12 
17 
14 
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SCFV Family Germline Differences from germline 

gene of 

closest — — ~ 

nucleotide 

sequence Nucleotide Amino-acxd 



LIGHT CHAINS 

oTNF-Al Vkl 

OTNF-El Vkl 

aTNF-E7 Vkl 

aTNF-H9Gl V 1 

aCEA4-8A Vkl 

OMUCI-I V 2 

OCD4-74 V 1 



Lll 

L5 

Lll 

I6LV1S2 
02 

VL2.1 
HumlvlLl 



12 
5 
17 
18 

4 
18 
23 



8 
5 
8 
9 

0 
12 
17 



References for all the heavy chain germline genes can be 
found in Tomlinson et al. (1992). The references for the light 
chains are VL2.1 (Brockly et al. 1989); IGLV1S2 (Bernard et al. 
1990); 1GLV3S1 (Frippiat et al. 1990); L8(Vd) and L5(Vb) (Pech 
et al., 1984); L12(HK102) (Bentley and Rabbits, 1980); B3(VKIV) 
(Klobeck et al., 1985); 02 and 04 (Pargent et al., 1991); Lll 
(Scott et al., 1991); HumlvlLl (Daley et al., 1992). 
Alternative names are given in parenthesis. 

a) These genes appear to have been created by cross- 
overs between two V-genes during PGR amplification and 
therefore matches have been determined using the two putative 
germline segments: FR, framework; CDR, complementarity- 
determining region. 

Bentley, D.L. and Rabbits, T.H. (1980) Nature, 288, 730-3. 
Bernard, P., Chuchana, P., Frippiat, J. P., Buluwela, L. and 

Lefranc, M.P. (1990) Nucleic Ac ids Res, 18, 7139. 
Brockly, F., Alexandre, D., Chuchana, P., Huck, S., Lefranc, G. 

and Lefranc, M.P. (1989) Nucleic Acids Res, 17, 3976. 
Frippiat, J. P., Chuchana, P., Bernard, F., Buluwela, L., 
Lefranc, G. and Lefranc, M.P. (1990) Nucleic Acids Res, 18, 

7134. 

Klobeck, H.G. Bornkamm, G.W., Combriato, G., Mocikat, R. , 



PCr/GB92/02240 

W093A1236 78 

H r ri985) HiirT'^'^ Acids Res, 13, 
Pohlenz, H.D. and Zachau, H.G. (19fl5) H 

6515-29. Mitzal S. and Zachau, 

P«,«.t. W.. Mel^dl. A.. TMebe. 

„ - (1991) EurJISSSfflSl- "''^ , o e 

„., Jaen.ch«n H^. X76. 189-204. 

K.F., ThieM, R., Ouanzel, B.M.. zacna 

,1,91, 1^^^^' «e«.X^. M.B. ana 

Tomllnson, I-M. wax-ceir, « , 
«l„«r. G. (1992) iMol^- 
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Table IV ol± qonucle ni:ides used 



SYNLIBl : 

SYNLIB2 : 

SYNLIB4 : 

SYNLIB5 I 

SYNLIBS : 

SYNLIB7 : 

SYNLIB8 : 

SYNLIB9 : 

SYNLIBIO : 

SYMLIBll : 

SyNLIB12 : 

JHSAL : 

CDRFOR : 
CORBACK ; 



GCC CCA ATA GTC AAA (A/CNN) 5 TUi ia.*- « 
CAC GGC CGT GTC-3' 

GTC-3' 

g.-GAC GAG GGT ACC TTG GCC CCA ((A/C)NN)4 TOT TGC 
ACA GTA ATA CAC GGC CGT GTC-3 

5.-GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)5 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3 

5.-GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)6 TCT TGC 
ACA GTA ATA CAC GGC CGT 6TC-3 

5..GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)7 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5.-GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)8 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5..GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)9 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5.-GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)10 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5'-GAC CAG GGT ACC TTG GCC CCA ((A/C)NN)11 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5..GAC CAG GGT ACC TTG GCC CCA C(A/C)NN)12 TCT TGC 
ACA GTA ATA CAC GGC CGT GTC-3' 

5.- GCC T6A ACC GCC TCC ACC AGT CGA CAC GGT GAC 
CAG GGT ACC TTG GCC CCA-3' 

5«- CAG GGT ACC TTG GCC CCA-3' 

5»- GTG TAT TAC T6T GCA AGA-3' 



lfffl n?n VH Back Primers 



auVHlaBAcrsfl 5'-gtc ctc gca act gcg gcc cag ccg gcc aig occ cag 

auVHlaBACKSri CTG GTG CAO TOT GG-3 ' 

BUVH2.BACI=S« ='-°«=,'=IS.°« *S[<.^^" 

HuVH3aBACKS« ^T^-GJ^^cJJ'cJf A^G^gScaG CCG OCC ATO OCC GAG 

'^.^^^^<S''<^''o^O CCG GC^ ATG GCC CAG 

ril^;: r-^<^'S^>^<^<^'V^ CCG GCC A.G GCC CAG 

HuVH6aBACKSfi §^/j^(,^cTG CAG CAG TCA GG-3' 



HuVH4aBACKSfi 5J 
HuVHSaBACKSfi 
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CLAIMS : 

1. A method of obtaining a member of a specific binding 
pair (sbp member), the sbp member being an antibody or 
antibody fragment and having an antigen binding site with 

5 binding specificity for an antigen which is a self 

antigen of a species of mammal, the method comprising: 

(a) providing a library of replicable genetic 
display packages (rgdps), each rgdp displaying at 
its surface an sbp member, and each rgdp containing 

10 nucleic acid with sequence derived from said species 

of mammal and encoding a polypeptide chain which is 
a component part of the sbp member displayed at the 
surface of that rgdp; 

(b) selecting, by binding with said self antigen, 
15 one or more sbp members with binding specificity for 

said self antigen. 

2. A method according to claim 1 wherein said providing 
a library of rgdps comprises: 

combining (i) a first polypeptide chain component 
20 part of an sbp member fused to a component of a rgdp 
which thereby displays said first polypeptide chain 
component part or population thereof at the surface of 
rgdps on expression in a recombinant host cell organism, 
or a population of such a first polypeptide chain 
25 component part fused to a said component of a rgdp, with 
(ii) a second polypeptide chain component part of an sbp 
member or a population of such a second polypeptide chain 
component part, to form a library of sbp members 
displayed at the surface of rgdps; 

at least one of said first or second polypeptide 
chain component part or populations thereof being encoded 
by nucleic acid which is capable of being packaged using 
said component of an rgdp. 

3. A method according to claim 1 werein said providing 
35 a library of rgdps comprises: 

combining (1) nucleic acid which encodes a first 
polypeptide chain component of an sbp member fused to a 
component of a rgdp or a population of such a first 
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polypeptide chain component p«« £»sed «. . oemponeni: 

^olL^ptlde chain component part of an shp "-^ 
Ration thereof, to for. a llhrary of n""!*^'.-"' 
S LLeio add Of said library being capable of being 

padcaaed using said component of an rgdp; _ 
Lpresslng In a reccnbinant host organism said first 
polypeptide chain component part fused to a «»^* °' 
fr^p or population thereof and said s«»nd polypeptide 
a rgdp or p P ,,3^ or a population 

,0 Cham ^ e«* displaying at 

thereof, to produce a llDrary oi j^^v 

Tts surface en ,bp containing nucleic acid 

:^lng a first and a second polypeptide chain component 

part Of the sbp .^er displayed at ^« 
15 4. A method according to claim 1. 2 or 3 "^^"^ 

aald sbp member displayed at the surface of an rgdp is an 
fragment comprising a Vh domain and a V, domain. 

r A Lthod according to claim 2 wherein "oth said 

first and second polypeptide cheln component parts or 
20 populations thereof are expressed from nucleic acid 

Lpable of being pac^ged using said component of 

method according to any preceding claim wherein 
La. said Sbp member displayed at the surface of an rgdp 

2S is an scF» antibody fragment. „H«r.in 
7 A method according to claim 2 or claim 3 wherein 
said second polypeptide chain component part or 
p^^latlon thereof Is encoded by nucleic 
£^ nucleic add encoding said first polypeptide chain 

30 componeni: part or population. „ w 

8. A method according to claim 1 or claim 7 
each said sbp member displayed at the surf«» of an rgdp 
is an Fab antibody fragment. 

9 A method according to any one of the preceding 
35 claims Wherein the nucleic acid is derived from 

rearranged V genes of an unimmunised mammal. 

10 A method according to any one of claims 1 to 8 
wherein the nucleic acid is derived from a library 
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15 



prepared by artificial or synthetic recombination of V- 
gene sequences. 

11. A method according to claim 10 wherein the library 
is derived from germ line V-gene sequences. 
5 12. A method according to any one of the preceding 
claims wherein said species of mammal is human. 
13 A method according to any one of the preceding 
claims wherein sbp members selected in (b) displayed at 
the surface of rgdps are selected or screened to provide 
10 an individual rgdp displaying an sbp member or a mixed 
population of said rgdps, with each rgdp containing 
nucleic acid encoding the sbp member or a polypeptide 
chain thereof which is displayed at its surface. 

14. A method according to any one of the preceding 
claims wherein nucleic acid which encodes a selected or 
screened sbp member and which is derived from an rgdp 
which displays at its surface a selected or screened sbp 
member is used to express an sbp member or a fragment or 
derivative thereof in a recombinant host organism. 

15. A method according to claim 14 wherein nucleic acid 
from one or more rgdps is taken and used to provide 
encoding nucleic acid in a further method to obtain an 
individual sbp member or a mixed population of sbp 
members, or encoding nucleic acid therefor. 

25 16. A method according to claim 14 or claim 15 wherexn 
the expression end product is modified to produce a 
derivative thereof. 

17 A method according to any one of claims 14,15 and 16 
wherein the expression end product or derivative thereof 
30 is used to prepare a therapeutic or prophylactic 
medicament or a diagnostic product. 

18. use, in a method according to any one of the 
preceding claims, of a kit comprising a library of 
nucleic acid sequences capable of being packaged in rgdps 

35 and which encodes a polypeptide chain component part of 
an antobody for display at the surface of rgdps. 

19. Use, in a method according to any one of claims 1 to 
17, of a kit comprising a library of rgdps each 
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conl:aining nucleic acid encoding at: leas* one polypept:lde 
chain componenl: part: of an antibody. 
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